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m m m 

>^ (JKT, BW tTU>^3* (JKT> TjffllS) 2«5W>£gft* 

So 

TM&lts CD (Cluster Designation ) 4v-ir-&jfh^zffifcm£.QW 

®^m* (DftumgcommzMJ^i-z^jw*- tmm (.kit, t« k cdsv 
-*-*tu ±Kmmmmmm^tmmmmnTmm ct c ; »««et 

U >^°3t (cytotoxic T lymphocyte) , Z-y-TMMk h*? l£ti% 0 KIT, CT 

±KfflEtZ£WRMM&tiiMU<ktii (MHC : h hd&^Ttefc h 
(HL A) tm-^Cb^h^o ) ^5^I^IC^#bfe*tt»Ba3|£©fiiJiT 
(ffififtt^^f-K) *«IS®»lyT^m-r5o CTLflIilffi©Tttt/ 
(BIT, TCR t«rT) jWfcbfcflWtt*:/* KRtfMHC*?* I 



1 



WO 02/14481 



PCT/JP01/07032 



&mmmiEnti t h e^o c t lx^t«^ e> i tt ztamiztt l-t#h 

ftir&J»£CTL££ft# (>T>- h"bn) ■CffSL-fcft, ft#^»A'f-5« 

C^U->^-r (Greenberg, P. D.) ^ T F^v-bX ■ ^ > • >f Ay n2>- 
(Advances in Immunology) , 1992^5Sff) > ££f^ ft!S^A#CCTL* 
»^1-dt^<, ftiSfr-3f*|fe»te<!J--f M#n$-f 

^X^g^$tie#^CTLJS^©SmHW^n^ (^5? K (Blood ) „ 

M7Sm, &1378M880H (1991) ) 5fcm 

J: 3 TttB^*£fflft#^©ttJB i£@ £ ftTVSo C (Dt&mmxiZ CTL© 

®m¥ftmkmz$^x%%ftmim%mm-r&b* i o 9 ~i o io mommm 

CTL ©Sdl^llWftffJgHtOlllSPS^iSSftKo^T^ CTL ©KM(c#M 
-e*So bfrU £©#£{*.. -fit® f c MM^x. s *<& fc * ftfeft 
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n > ^IfoTS & nfctfcg*Nlfi5 C T L ? a - y -gi5^»## bfc 

v^^TttR^ffl^T^^TTMS^ttt-r*^ C*^ + - (Nature 
) > 0294 0697 -699 H (1981) ) iffi&ZtlT^Zifi^ CftteT«£ 
W-Mt^Mt^^ C©#SreTM&£l 0 9 ~1 0 ia m®MM£"?m 

*>2 (IL-2) *SIK^Ii:tffilt'J >t^>f >JSftfb+7- (LA 

k) mmmmu 3~4Bf E re$«£i 0 o^txm^-mmiim^nx 

l>5o -til*, an, l*©«HB^«bT2«CJi3IW-5©C»2 4^|B^ 

5 - fc£#X.ftWU IW«T^§ 0 E«fci«B?© 1 L - 2 

v^twmhiu (t i D mmbxm*&mmmmx\,^ t-*- 

- 4 yiTyy K • 5> + —HU • ^ - trjisy (New Engl. J. Med. ) , 031 

6 01310-1321 (1986) ; New Engl. J. Med. , 0319 01676-168OK 
(1988) ; Blood , 081^ 02O93-21O1H (1993) ) 0 L-frU IWitfcflfte 

©^TJ4t*>ICjWte«**«a-r«^«||!!g0 I L- 2£fflV>T&^ ft» 

^© iL-2«s&ftfcT»# i l- 2#^T-e#Mflmnffi»^^^ 

^(IT^h-i/X (JMBE) %mz?njmm<k%t(Dm% (Nature, 0353 
0858 -861 H (1991) ; 3-ntfTy • ^t-t^- t7'->f A;ni?- 
(Eur. J. Immunol.) , 023^ O 01552-156OH (1992) ) ±E#&T1# 
6n/iLAK«^>T I L©W«(rOT^fe^o 

tits Tmm^Tmmmmm^t i l- 2#£T-e«E < 5 x 1 0 3 - 1 x 
1 0 * m/m 1 ) -emtts 1 7 0ii^fcotis«u aittiirttftrB 
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s#3~5xi o 5 «/mi kwmammt-emmt&o bfrb**<^ 

I'h'a- (Immunological Rev., H54#, 081—109 K (1981) ) 
o tot, LAK«, TIL^«^«(rJ:§T«^«^l^ ^fflffifcfc 

(CMV) 4WlttCTL*-f > ■ H>D(CT5~1 2«III*«b'rCTL**3B 

^^0lfi:ilfi^t§i^« (Riddell et al. 
, Science , 2 5 7:2 3 8-2 4 0, 1 9 9 2), aECMVfiSSttaiSOT& 
bIL-2 (Pv-i-Jl-tzf'J&Jvy- (J. Immunology , 0146 0 
2795-2804H (1991) ) TOCD3t;^n-tW (ffiCDSmAb) t 

IL-2 ($>ir-f\fc • *7 • <<UJ a^ftjl • J y y X (J. Inn. Methods) 
, 0128 0189 -201 H (1990) ) *MV^TCMV#HKlCTL ^n->* 

*ttW«/aC3&<flP&f*o "Ttott* 1 x l o 9 ffl/m 1 ©t£IIC#||l$CTL£f# 

COi^iTO^tS^tl^ Sfc&H!Sfl96/06929^>:7l/y h 
KfiREM& (rapid expansion method) WR&£tiX\t*&o C©REMS(^ 
«flC«»»CTLROTH **trT»fc©WIBilHI*lSJHIi-CJ«» (expan 

l^Tte, iKCDSffLft, IL-2, *Cf|Iiat»«j(ftlJ:?)li»tt*tt< bfcP 
BMC (^JflLWtt) fcx^x^>r> •'<-JlV>()lZ (EBV) 

^Tftw*f Hfl9 ctl m^mm s * s ^ t»ib^© e b v h 5 > x 

7*-ABJBB (EBV- BIBB) ©MA©^l»7^££ftftV\& (££&© 
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mm), y^-mmtbx±M0PBuc c«tf*!sisia«»cTL»© 

&1Z<bbi?3 4 O^OPBMC) MS?*«I> *»bfcCTL©StitWII» 

i/^"c«» l/c c t l *mm, mwft & mz&j&mtttm&imt 
mot, mm^n, iftt-jm mmmmztizmfrioixmj: 

(2) {b&jsiK 73J¥>, a.^>;> % T^4*>*> 3> Kn-f f->Bfc»A 

b & 1 aoYfr&flrefcSIHE C 1 3 ^tom 
C 3 ) KH#^e^i:»«#jgtt^^rl-s««#&T««^§/cis6© 
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sum; bzmwLttzxm. 

(43 fc-frfltf*, 7=f>ry>, r;t/^>^ 3>Fd#v8IA 

Wot, ft&^tfc BMfe*-tf=f|fc ifilSSm&tDi^WSIJ;!) 

^v^^^-h-rsifE t5) Eis©^ 

C 5 D £iz\± C 6 D Ett©m 
(8) 7>f-yilIBJB^*^^^«il^JBT*SIWE (73 EttO^jfe, 

(93 fb^K 7n>ry>> ^'j^ Tfr^ym, ^y^^^f-ymwth 

(103 AVE (1) - (93 ^-rn^rEa0^frJ:oT#f>n^«## 
S^-r^M^a^^t-exg^trMMWttT^oiliRm 

(in pte c n ~ ( i o 3 ^-rn^{cEm©^-eM^$n/cM#^0*j 
ci23 me c in i~m®®®MmmTMM%ifMmk i/c*r*-* c 
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%o *mm®ft®j&frkLTmzft%<t&®izD&kLWQmft&zm 

( i ) mmommmmmmmmm^m 

mm, mmWiTFMmzxm^fttzCTL^ mm, mm^zm^om 

tzmwMmvzmmmm&frm t < m vtz^mmmmz ctl mmum 

*mm® ctl ommiimt, mm^mm^o^r^ ctl mmtz - 1 
^io0^t«tt§ o ctlcd^*^ mmmoft&T, mnz 
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t & K C T L ^Oftitt l£Wf 6 WSAlJB^>r hlTS c: 

¥&J$ (PBMC) „ -t-^-^TMBS. y^U-TlBB^^tf &ft3 0 Stliil 

mmmm\,\ mm. imu bab. tub* v?d7 7 -^ nr#«, 

:Bednarek M.A. J. Immunology 147 p4047-4053 (1991)^#1) 0 £iz s & 
&m&mm?ZMM&ffim&%m (process) -r-5fg*^bT^5*^{l(i 

> %mmmzmm%ttto? sct^*^ siug^iUBBRniRoa^nT^n-by 
K*ss:^ii^i6*^sttBfrf«Bi-rs#^ mmsnzmmm&MM, 

«* rnu ^-r^x*©^*f^^B«HjHijR emtio «ontt«m 

Jf«f*t-r«fc26lCtt, «i«XB*©«Qlti«UfXtt^b^-f5/V (mi t 
omyci n) *^^fc«M*fif*.tf J:V\, 

*ISH8© C T L ©S^&K&^Tilffi S n«#*tcti#HR^tt« < . C T 
Ln *©fiflBfBIB, tt&tf£ftBHl^B<DJi& £W«g«#£S£LT 

& ^©fi©^^^T^TfeJ:^o ff»tctt % ^>^-n^^y-2 (IL 
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-2) %$mi-&%mtf*mwKmmti&o 

T*#, WWtlt0WtbXteuy Fajf-ymWt, >ry?>ffik, f;^^« 
s fc'<v*„ =eX2, tlri-y^X?, l/y 
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^a«tf73>fy> (F-73>fy>i:it) KfrMlT%Zbi)<X*%, # 
■< yyRtfF-yxj ?y®&Wk\m \ : 2T?*D, u-7 3^y>(i7^- 

mtoR*Km2 oTsz^fozmhr^z can 8m»^>^^^Agts, 

H 1 5 9 1 9 9 6 ^) o 
#>R(^=i^ e>l«^ L/c 7 3 ^ 3^>^^D E A E - -b 7 r ^ > A 

t*uti:J:^ U-73>r^>tF-73>f^>c^«|-r5Ct3&<"Cf§5o W> 

\m\zzcb\ m%&to i hot -w< yytv-wt yy<t>& 

MZ&lrm-v&t), m*m¥-?m-yw{ ?y, &v-9frF-73jyy 

umm^om^mtLx^ m^imm^y^^y, iiy^-i-y, -? 
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w®%®mfrx&zmmwkLxmmmx&&j)\ s&k, *n&fc*tu 
tbx\±, mz\z&mmmw%mf%z.tfr-v^ -t^n-x, ?yyy, 

^yi-y, ^ri/yy, Tfr^yWt, ^i-ym, tTJiuym, y? 

2$y, 7 5h"f^ ^y, y^yy^ ^i/nr/^>, f+Xf7>, 

^^n75f->M. uyf-i-ymm, x-VyymWt, vy;v?i-ymm, 

wm<tz?~^ mm^^^ymo^mmmmm^Jii v-aim^t* 
1 1 
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$&®i5mKxmmfcLTmm'%z.bfr-£%z>o tits ^ti^o^MM^mm 
x%% Q %tc, *mK%^xm < &mtLx\±mmwmft7*-z, mm<t 

mWUtJfyth-z, Wfb^i/n-x, illl;2-mi/-r 

nz®MWttt.%.wi*&mmx&mLxtb& < , ^tz^mm^mt^mmit^m 

HHU *^i:ffflt^cti-e#6o *fc* t«fiBL5fe«®^*tlf«t=, 
dtie>0«fb^- r J ^* J:aqa«fl«t*$ 6KlfflMb-r* c tic J: 0, ftK 

«te4MF*3&<ff* b < tt 1 0 2 0 0 , £ty&£L< l$S73~l 0 0 0 

, 3HHtt^««R^Hi-« n j: e>mmttTHBomi6«iiirfii«ffs 
mmm&Qmw&zwtmmm^-rzfrm® (kit. ^mmommm-t) 
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mm, mmmmmm, *x>g^ im r^n^im© 

»©*Kfc4fCR£ttfcV^ #*b<l±0. 0 00 1~5i^ .fc&fi^b 
\±m^&M£L<l*0~2 0 0°C, J;«£ b< 14 2 0~1 3 0 'CC^Tf fttf 

ammowmzmhxyt* 'j>«0t»Mu si© 

wkwri omM-mM, Mm&mus o~i 1 or, jj*ctt7 0-9 5u 

mmzmmt ltz shirrs c we§, #n^«^m^y^5«. 

■?»2 5 0 0 Oil, 5 0 0 0~ 1 0 0 0 0iB> 0 0 0 0-50 

o oil, 4H=*5 o o o&Tm®&M<z>fr^mmfrmm~ciz, wn^o 

GCL-2 5£JBK #Ri£8^M5 0 0 0#T©H&£^*5 0 0 0-3 0 
l 3 
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0 0®. #-?*3 0 0 0-2 0 0 01, #-?M2 0 0 0- 1 0 0 0®, 1 

000-500®, £-?*5 o o«T^©ffii©^f*H^c:mi-r*ct36<t? 

•feX4fc»FE 1 0-FUSO 3 8 2£ffiffi<T S d fc d J; t) ^ft 3 0 0 0 0£TF 
0®&£, I^FE-FUS-T6 5 3 CI fcfcj: *)^?*6 0 0 OETF 

^^-e^M-e^ mmmofrm®, mmy 3>r y >©#«) t uxw\ 
sen Tit£nM£$k sod r^sttsfc^ s (no -cms n 
zfaMhifimmztu zftzommmm&ms 9/4 1 2 s 8 7 u 
9 k m^&mm$ 6/3400 m'<>yuy k m^mmo 0/5046 

SOI) TS£ftSfl^*£*fHftfcU *©««b«»«W*7 3-f ^ 

x rcf* s/cis (no i?adn*Ybfr«***#»fcu 

Ttt, tt*tf73-r*V©4MHfcfcl/t\ 9/4 1 2 8 8^>7 

K 6/3 4 0 0 4^<>7I/?r K BUK^HIKO 0/5 0 4 

6 4^>7l/y hC«©7 3>r^>©4MfP»3&««^3M*o 
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sC (I) -emzti&{k4t®\mmF-jv(?y^ TJif-a^i-z S p. 
SN- 1 0 0 9 (FERM B P - 5 7 4 7 ) Sxv KSiKtt^ll^ 

5$ (i i) i?*$n*ft#»tt«riBu-73>r^>*. 77^^t>j^a 

sp. SA-0 0 82 (FERM BP- 5 4 0 2) ^itt5i>KIM 
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ttfcrt'd) x%^Mit^momthx\m.mo% av) xmzti5<t& 

^ns^w^^c *3t3C (no ■es$n^Mi®itttiiii©^ c 
v) -eg$ti^^#i^ab§o 

Wi^^n^/V^TAfottX sp. SN- 1 0 0 9 (FER 
M BP- 5 7 4 7) ^m-t^F-73^y>^gf^ £tf7?#V;?:r ij 
sp. S A- 0 0 8 2 (F ERM B P - 5 4 0 2 ) ^jg£-f&U - 7 

75^^-^ij^A sp. SA- 0 0 8 2 CFERM BP- 5 4 0 2) 
li:0G-7^y> £#JI® 5 x v FlSif^l^l^f ( G - 7 

t), BKHOfc \5frM®%^M1r& c t^-e^ §0 sC (III) -essnsflte&i* 
, ffiatofc<z>£*»W-*c: -5 0 £fc^m#fiWa*5$ (III) xm% 

±E4fWfi:oV^Tti> H^^097/26896^^>7Uy h^fcttS^ 
^TO00/50464^n°>71/^ hd^®^nr^§c 
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tot. 73-fy>, T4/^>@t 3>Kn^f>iliA, n>Fn>ff- 

^n>Sfc. v^'i^ifflt^o f^h7>88lfbiJ^|iLeuco 
nostoc mesenteroides van Ti eghemCj;^^ 

^$ns 0 fci&tf, -m^j^a, ^ij^a, tihw^ -?>r*i/v^ 

Y>*-*^ *fctt^;-;!/T; xf-b>^T^ >^i©^#tfb 
Xtt*n6©*ttTO"Wb<«:2aH±«#l/T«^-5c:i3&<-l?*5o *fc. 

^«pfintt«fi"©»»«s Mx.«msi#^%> cTL©#n»tt»«ia«#s 
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©&# iiztfLlis £fifc : Bednarek M.A. J. Immunology 147 p4047-4053 (1 
991)^#M] «xJ£J;l\, **^fefr!CJ4#|c|R^t4^< > 

^$£n3&#£Mf-3£t^T^ iiii 3 7°c, 5%co 2 $©&#*e 
^ft-rs^ir^-e^So ccD&mmimn, 2-1 5 BgE«$n^>^ *© 

nn«#^R^$n5t»o*ett*ir^ jf3cL<tio. ooi~iooo^g/ 

mK^^KIiO. 01-100// g/m 1 T?*S 0 tt*>\ *r»jR«-tt# 

©CTL©JBfi4WKiH*li^tt©^*C<J:?)frtlT?ifc-5 0 SlKS^SB 
S ttltttOK & a* <£ o TM^-e # £ C T L *»©fiLS#HKl^ Jiin 

mL<\±cTL^m®mM£^m®mmzMMzti%GM-csF, i fn- 
r ^©-9- >r h^7-r s c t c * d lit %ztftv%& mmomm 

mi - i - (3) £#m> o ^©fi> m^fe^c^oT^^nfcgi^^ 

K^a^ft©ttffl»w«k^TESSWB-r«ct^T§5o -©«£> flMttfCTL 
* C T L ttAgftf* t # 9 7 U > 1 Sfcfev - * - tmmz *Tfr 

2 v - * - 1 ij 9 y y > r 3 ■frfcffilir'W K-MHC 3g£ft£g=M $ * „ 
*U"C— fi«ifeteJia©ffft^FACS (fluorescence-activated cell sorting 

*3BW©^K J: t) tlfc C T L tt, B4%0l|!lfi&ftgBI!l fcfcfc o TH 
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Tmwtzzb*>-v%Zo tt&tf* 'R#3ftfcCTL£fi;iiu #«im h%4y 

^ S;CD8fii:ft:fg»*4>L-5c:iCJ:*)iif3jt$-g:, tbyHWSC tan?£*o 

(2) ^mmommmmmmmomwijm 

±E*«fe«[ffl "Tlfitt CTL CttRStttt < „ &&©;&&*?#& ft C T L *■ 

*«„ ±e (i) Kmm®*moMmmmmM®mmmK£~>x 

^BJC*J^T^ CTL©«^»©-»^#(±^©^# 
> » : Carter J. Immunology 1986 Jan. 57(1) pl23-129£#IO fcWL 
««k^o ^^©^M^T»©^^(i-ffiffl$n§^(Cfe#(cP^li 
tt < „ fc Atf±Eo ctl oiisscsffi sn*#**«fflt* * d fcjtfT?* 

* fcfc it S , *38«©^^©«*ttBfa©»**<# 5> ftft tf $ ft 

&*>©Ti*ftl^> #£b<M:0. 0 0 1^10 0 Ojttg/mK £t>ff$b< 

tt o . o i - 1 o o xt g/m i -efe^o ft*>\ =iraifiJc^{***f»c*#bT^s 

2 0 
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■f*©jw?*u\, tin, msmm-tvx^ vu$y, ^<vy, 

6tt*»j:?)W?a?*i*^4<t* > ifli*<fiTi-e**o s&k, 

ft®mm®mimmn&m*mt&zk&T«^ mm. ziv, 5%c 
o 2 %®&wx*®mtz>z.kfrx*%%o tic, mmwmmmrmmmmti^ 

-f -5 d i K <fc t) , ^©#^W^:««WSft©^T»0J bTCTL &m*tZ 

mt%mMm9%m%, ±ia en Kfam&nfc^&Kj^M^u fcB-rsc: 
tAn:-££o $ n/c c t l (i^©fe±^»(c x^igmz 

&z>z.bft-ei*z>-t)\ £5LxwMzftizCTLbmktoizmum&&%&# 
i/a>* 0 cTLottxmmismbLxte, '&mz&m®cTL<Dft 

(3) ^mmommmmmmom-xmmijm 
MMmwmTMM\m®*ikftTx®m%ff5 c nmmmmsM 

nt ^ * mmmxmm «t < c t l $ # § c t *<nrtB^: © 1 1 t u t 2 

h (Riddell ) &©M3SSbfc||rffl©REMft*<»&nrv^5o KdKfettXWHJif 

K±mmmmbhizPBMc cy^-mmbixm) bEBvxmnmm 

SftfcBUfflB (EBV-BII) b*mU I L-2, ffcC D 3 pu—f- 

ia^©EBv-\Btt6©iBA©feftft^s^sn^t^ia!«t*nT^fco 
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n/cCTL^, ±m (i) Kmmo^mmocTLomm^mizx^xn^titc 

CTL^, ±E (2) CfB«cD*|g^cDCTL0li#^(rckoT#^n/cCT 
LOt^ttl^lMtSCt^^^o tt*>\ fcJMHfcfclvCI*. CTL 
©lfcfcW©-Jtt»ft^tt^©*fr Cfcfc&tf, £it:Uberi J. P. Clin 
. Immunol. Immunophathol. 1994 Mar. 70(3) p234-240 £#$0 £8!*.fcf <kV^ 

o 

ifcCD satis «F*b< ttfitCD ^n-^ts:ft:*$ ftc^rrs*** 
•ecTL**»r*©*<a*u^ ^wicii, cTLwafflwr?* 

±ia^{c^M^ti§^m^ii#m^iifj:<, ctl©*^ ikmzmft 

i^otU^, ttfc, CTL*7-f-^jffll&fc#**t* Sft^trii. CTL 

®£&®jm%%AjX^X 4> J; < „ I L - 2 ****<*3S!BK 

«{C^ffl^n^o fiLCDSgLfls #{CgLCD3^ey i'D-tmttCTLl 

©T»p^^^-^ftYfci-§i^"e»i-6ct^-et6o fc*>\ f»LCD3 

tf&^m±&m®ikm~ife^x&fe-rti&& < , 
0. 0 1^1 tig/mi&nmxtb% 0 

ctl ©»*»«ffii4. mmmm^mmmm i/csais n * 

2 2 
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0 tt*>\ KfKWS&J^fcl/tli, 7 3>f^A v<'JX T^>», n>Fn 
2?£b<l£0. 0 0 1-1 0 0 0jug/mK iD^KttO. 01-100 

*^hj©^(cm $ n s 7 ^ - mmz, & c d 3 m& t %n tr c t l & 

fll*tf, PBMC^EBV-Bttia^ffiffl^nSo ®^ 7^-^«(*fifc 
10 s ~lxio 7 cells/ml ifiU&Vlb&o 

«^n/cCTL«^{cEB v#®fcf s nrifett^Krr « c t w-c * , 
&© j: o c t l mm btzmm®%&&*m z c tmm tn a . 

7°c. 5%co 2 ^©^-r^-r^ct^rtSo *fc. 

mmizmto Lx^twsmmmtm < . jlisj»©«© c t lhuc^&c:*? 
xmzomttmxmz&tifo mut 1 4HH©sfcfe*sicj:o-ci 0 0- 

1 0 0 0^(C»i[©iiJnb7iCTL^#-S^t^Tt5o ^bd, C?bTl# 
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£>tifcCTL \mmo c t l m^mmm, mz.\£r e umvn zntz & ©k^ 
z.oxo tz^mmomm^ ^mm^mxmxmm^titc c t l ©wr %n 

So 

L^jWte. iit!fj&5H:0&©. gfcte&^w^f&Offil:©^, fcfc*.tf„ 
C T L ©tf ^^Kfe^TlgM £ tl&mm, C T L OTOCi^tfffl § n 
S#ife£fcW: C T L ©^^«^(r^^T^ffl £ft&«JKlit£ ft*. C T L 

&OCTL«F««**«-*»*t4CTL||»^'jB»fl|, *3Wi!fc*#*J| 
#*& (BIT, Cin6£CTLJ8i&ttfcl*$) tbT^M-rscir^-etSo -n 

&©^m«»^©fca6©^*Ki^^t±E©^ti©^ *n«en©jgfc 
±m<D&mm® c t l ©p#*&. £ tteifctt&fci&Scfcm^* c 

fc£J:Of*&ftfcCTLaW*^«fM;:fck ^/<-TttB«SE©CTLH 

^»^©m^miRU ^^©^(c^^^&n/cCTLtbT. fctx.(i 
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ftttmtc t iz x mwrnm-f-mmmmmmzm bxmm^ntzmmmm^m 

Mbxm%?%ckftX%Zo c©£-54\ mmmm®*frmz>z 

mwMmmm^mm^mommim^o r e um-v\tn b^ti^^tcztxh 
%o iot, ^mmo-mmtbx, ^mmocr tommum, mwnmz 
mm-xmm-xmo^irtifrK & o # ntc c t l ^mmm^ tbmwMmwz 

Stt, 1 oi:tii|i«l6^i:ttIigtt^f t § C T L ©Mi^ 

c t l omm^m, mwumi ^mzmxmm^mm^xmntc c t l &b 
mmmfrz. cTLMMmm±KmmLx^%MMmmmmfcM-tzmfc, mz. 

KJ{C[liRU CTLZm^miT %MMM®%U&£bfrX%Z>o 7D- !MM 

*f£frScft £ J: (9 # & ftfc C T L 3lT WW 

CTLBl^-©MBa«*-T^^tirJ:«9. C T L ^ft^iilB^ 

;t/^°-T»^ffi±(r^tTV>^»^ffi!rLlI(r*f-r§fJL^ H*.tf!fcCD 3 

fc*«R»fc**U CTL«*irr««WWSII*«cfc3&re**. 
^;^N°-T»©^*(Cii7n— 9-^ hy-^-^ffl^^d tfeT^So C©£ 
•5 {I hxmtltz C T L *K^lrr SttftUBftt, C TL^tttft^ 

oismz^m^ntzCThbbxxmmzmx^^o tt^ *&wiz$^ 
2 5 
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t fc, imm® c t l ommm m-m^wsm- * & # & c t l 

£M ^T, £ £> »§PJ © C T L ©atffcfrifett £> <fc *) C T L 
©8tff £ (iffi^^^tT oZbi>-C£6 0 *»f»©iayy»«35r«feli«J: 
*> # & C T L &±E<D^K J: t) C T L 

M^r^wo^^^^tf -5 c tick t), $ bCttii»s^CT 

^tlfcCTL Z^mfofr t bT, fct&tf, ^©^P^(Citb/c«t/'c 

ii«©a#:, mat. s^w^t3B^-rscttrj:?)afii?§s 0 ^ctl 

tbTIi, *3Bi!B©CTLiU»«^«wJ;oTEBV«»lBlft*ttffi-r 
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\z£m&Ltz 0 7jc»9 o o >j v h Mzmtt! jii/^A-y^mm c a wast 
m 7. 3 k g^mmu mzft** mmvmz ok g%m&btz 0 $mi 2 

(^T9 o~9 5°C{ri bim&u »cv^*e»*U &*J«i loo'jy h;t^ 
#/co (>;xxb77'JT^i/-^-tlCNAI) 

H^tt-httftS 6 0 'J y hAs%?>(*>l#MFE 1 0 -FC-FUS 0 3 8 2 
C^lf^»3^) *fflV\ 2 0 U * b*£-eftl6Ufco »^T*St**2 0 U 

*Tl\ #^B#tfl3N>8lHi«2 5 U y b*£MRbfco S&Jfcl U y V 

mmu ft**m&*?*4'irviMm 1 3 s mtc 0 
mm 2 

®x^;-;bm2 0mM©>r S ^7-«» (pH 8. 0) 7 0 0mlC 

mmu m&frMK&t)*m®m%vtco deae— t^n^r-f >a-8 o 

O*5A(0il. 4cmx48cm) (£fl3*Xgifcfi) £|i3»«$KK:T¥* 
ftU S^«±#*ry^>f«, illtm^, M^HJ*A0 5 OmM 
^bl. 9 5M©ME^S5KJ:^mB;**fc (1 77?->3> : 2 5 0ml) 0 
7xy - ;t«£ Wft i/- (ct, jgftKRcF^ a 

> MftmKyJWa y 4 3-4 9, 77?^a>5 0- 55, 77?^g>5 
6-6 7 ©B#£#fc 0 fcfc. ctib ©@££*&«*f K <k <9 KlSS^i b 
„ 75^^ 3 >4 3-4 9£«3 IM# (3 4 Omg) , 77i">3>50-55 

2 7 



WO 02/14481 



PCT/JPOl/07032 



I II^( 8 7 0mg), 75?-;>9V56~B7J:t)I I I®# (2. 6 
4g) ZttlZtmULiZo I10CWI*fi*73-fy>©DEAE-* 
/t/a7 7 ^VA- 8 0 0*7A^7->^to * 1 Hfcfc^TlKHtt** 

^y-;t/M^-e©5 3 o nmfflltt (H^MA) s 7x;-«^®4 
8 0 nm0«i (BWfijfc) > (mS/cm : B^SBHft) „ «ltt 

g[i£M3 

(1) Wn^tX sp. SN- 1 0 0 9 (FERM BP-574 
7) ^n-x 0. 2 5%, 1. 0 H«x^X 0. 0 5 

%£^tf AX07JC ( 2> + v »J > 5 3? 5 r U -tfcS) P H 8 . 2 6 0 

0ml*ftaU8il/fe (1 2 0°C. 2 0^) 2'J^hM377X3|: 

mm u 25 °ct 2 6 mm^mbxmmmm. t vtc 0 v > 1 . o mm 
o. o 2%, rmmmm 2- C2) izmmomm<t0m o. 2%, s 

tfilt&ai (fl|jl8^Iita»KM7 0) 0. 0 lK£*fc\COfc*pH8. Ofr 
6ft* Wife 2 0 U >y WI/&3 0 'J >y h^#©^ + -7 r * ^-KAftT 1 2 0 

°a 2 o#p«®bfc 0 ±^©a^»^6 oomi *aau 2 4°c-e 
2 4B#n > 45^1 0 u y h;p©am*t#^2 5 omu®fr<tehmm®&WT 

K©AIJfck*£tr2 0mM©h'JX-m^«^ (pH8. 2) {CftbTfcfr 
3WU 6 0 0mlfflF-73^^>Cl»W§F-73^^>Mi 

( 2 ) «Hfcbfc#3V 2 k g ^fil 1 mm©X ? U - y£H*£-£fc£7 * 

2 8 
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©so^y-^Kiiu 2 5°c"e3^K^<(^u 5it5ii, a 

bfco #6tlfcSKt*, 9 5°C(CftlSU/-c4 0 ij y OmM 
0aMW-HJ*A*£tp2 0mM»J>»^hU^A««RpH6. 5CMU 

©1 0 OmMttft^htftfAfc^OSs^U 
H6«£<&fr#fcfc, 3 0XJ**C«*W, 3OOOU07WiiJ7- 

41*H3^< tt//Ufea &fc»£W3**frK #&ftfc±»*»»aT«l 0^© 

*n7 7 ^^-mW5iiraN »; * wunawgu mk, i o%© 

Ttf\ 0. 5N&ai;:J:*)pH£2. 0 t btz^ £.V1t? W<?IWs©ifclMr 
H£8. Ofctfc, 

5«*ffV\ 2 0 mMSftt h U Ap H 8 . 0 fc«fc D^ktcSanaHI^ 

P H£ 8 . Ot bTS^UKft. AttttfK&ffK & 9 5 g ©Sf»bi£it£iII? 

( 3 ) 2 kgei 1 mmOXj"J->*HtS*fc* y 

^-^wa?)»U #&*ifcBitf©f-*:/*2 0 'J? h;l/©8 o^x^y- 

2 5Tre3B3»<^u sat*3te^#u^ 

^ffS^ 10%(Dx^;-^ 10 0 mM©mfb^ b 'J *J A* 5 0 mMOlft 
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OmMO'f ^ 9 % J-to&lsts2 0 'J y h;t/©iK«i£ (pH 8 
. 2) IClIU 2 5KJ?4 8^<tt^, d©^M£HS©E#3 2 
tfmOXf-^l/^W-e^jSU SSE* 5 0mM©8Mfc:frA'S'£A*£'irl OM 

A££tn 0%©x^;-;^i:iSU 8 NtHjK xf^xiit 
3i§> **bfco Efc*©»**H*fr"eMlf*, 1 Bi$lllfr<ti//U US 3 

xmmtco »6nfc±»*#*fl^»s o o©)i*^*$-&/cBm^w^(c 

A{a^«tf:DEAE-t;l/D7 7 ^> (fli4>j^;t/) \Zfrif s 
5 0mM©^^;l/^^A^^5 0 mM©M-ffcf" h »J £ A 5 0m 

M~8 0 OmMOMth U^A©r^^x> MUOJ&ffiStffco C©B#©# 
3R*t*l#MS*)5 0 OmlTfiro^o ML»a^a-^7tf- bJim 
Ml^ [7t>Jf^^ A'>ft^r;Xh'J-(Analytical Bi 
o c h em i s t r y) > 03 7^> 01 9 7~2 0 2H ( 1 9 7 0) ] \Z&t) 
%m bfc t C 5«Mfr*- h U S A*£j&<ife 0 . 4 M-e^ffi £ ti&MWiitW (yy? 

Sf75?^ 3 >t>^-6 3©R*1 5 0 m 1 CM, *K#4 

f)¥tftlfc7x-WD7 7 ^^7A («HH*2 0 0 ml) (£ft^IH 
*fc» Kfrtf\ 4M©*fc*htf*A»c«k03fcafc*bfc o #Mtt©WW 
®^*^a6, 9H*&?*s o o ©E*^^^cm^«(r J; A&& 
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15 0 5ml %&tz 0 

ft5ftfcKfftifc©5"&4 Oml^l 0 J -)l%^t! 0. 2MOiftt 

h 'J 1 >Ai:iot J NSft^fc-b*D7r'fyGCL - 9 0©*7A (4. 1 c 
mX8 7 cm) IC^tfT. ?)l6m%ft^tc 0 &m±l 77^>>3^D9. 2 
m 1 TfTofco 

£ 7 7 ? S/ 3 >(C*f bTiSHt*©^* 7x7- C T ^ >J x -f # ;u 
*r I * b 'J - (Analytical Chemistry) ^|S28«^»850H(1 956)j 

77^->3>f^-6 3-7 0£H&> MMH^S 0 0 
fimrmz&Ql&mk, XliffgjRU 1 1 2mg©TIB^ (IV) "« 5 ft 5 ft 
^«©(6iia*#yS:o m<t&®£ 7-12SFd-F »Tr o 



(4) ^itM2-ep^b/cI I I@# (P-73^y» ©2. 5«*S«8 
OmlClM F'JxIiifI(pH7. 6)£16mK 1M CaCh 
7K««*16mK 4M NaCl*gjS*24mKiHW3 - (Dt^fc 
F-73^y>«M^8mK 7 BmlflHBlU 3 0°CT-3Bf 



° H HOjSO H0 3 ! 
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mmwk b fc 0 z ©n«s f - 7 ^ vf y F-7=i-<y>©« 

*K*< 2 % (r tl % <£ -5 JC n - ^ u -xK# V - ? - Tmm U -£ ©«^7jc^T 

PLC : SB 8 0 2. 5 , A^jg : 3 5 °C, &ltfB : 5 0 mM N 

aCKSS:fl. 5ml/min, M:RI ATT= 8 ) "Cfttfbfro % 
4 0 K#3$ ( I V) Em© 7 - 1 2 S F d - FT'&S C fcj&< 

1B£M4 

( 1 ) ^ B^r 2 k g £>tm 1 mm©X ? ij - y %m^btctr y ? - i 

)V (M^im$M) K<fc«$U 2 0 tf * h;i/©8 0%x^y-;t,t£-e2 5°C 

0 0 mM©t!ft^ Hi »7 A, 10 %©x^ 7 -JK S.CTitM 3 - ( 1 ) l?Wfi 
IfcTAfn^ sp. SN- 1 0 0 9 (FERM BP- 5 7 4 7)F 

-^3^ ymmmz 1 u^-tr 2 0 u * h ^© 3 0 mM>r $ y c 

pH8. 2) 2 5XrC2B!f#U &^T7t&8 2/im0Xf>l/X 

&»t5«U »Uc 0 #Snfcg&alt£l 0 0mMOfifttbiJ«7^ 1 0% 
©x^7~;k &tf4 g©7^>i>JT- If (^tfttfl^lStQ &3*M 
0»;yh;U©U>^hij7AMM(pH6. 6) fcSSU 2 5U 4 Bfl! 
#Mk aW^«L±»*Hrfco #5>n^±jfffi:-t^n5T^^>^©i£^b 
*fcJ6SHfcfl^*l 0^©*a7y>r^ , -^*triP^5M^j; 
t) 2 >J * r ;H=»»|fe„ 1 0 %©xjry -^**tr 1 0 0 mM©i£Yfc7" h >j •> A 

T^^mty-co coMi:fto4 o omMss*;k>^A^aim it 

<k t> Ls #b nfc±?!f £ l N©*»ftt HJ^AKJ^pH 
8. 0 tbfco J: D 1 U y h^CSfftk 1 0 OmM0l 
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*? A^-JD^T, 1 MOSftt h U ^^W; 3 »J y h^©7 x~;H?;t/n 

&mfflk®<bm*\t 29. sg?*ofc, 

( 2 ) ±G<D3KH^fttt 1 5 g £ 4 0 0 mMomt* V >J ARCFHBR&H» 
9 7/2 6 8 9 6f^>71/y bEi©77^^f'J^A sp. SA-0 
0 8 2 (FERM BP- 5 4 0 2) *tf*U &nfci> KS 

wmit&m&mm (u-73^y «■ 9 ustr 1 . 5 u * t> jio 5 

OmMMJxIiiifCiiU 2 5 e Cr6HS^ xXtfl, 3 
0 0ml fc»»bfco ^ft£SMfe#**3 5 0 0©»f-^-7*fCAftTfi)£ 
WClfU » f- 5 OmMOM^HJ^AT^itft; 

Ufc4 >J y h^©DEAE-t^D7 7 ^>A- 8 0 0 5 OmMMt 

h u ^ A-e&#8y§^ 5 0-6 5 0 mMosftt h »j *) &®mm%mz&zm 
it*v w^-emmmmu mmmihTnmit7?m??y®mmmm 

0. 8 5g£#fc 0 #&tlfelMMfc7 oifvZZy (G-73^/» &J$ 
*itL-C#5? F-Xt73-X^fU ^©^/l/ftft, ft 2 : lTf&ofco 

(3) G-73>f ^V^IW*©fe*©fc» % 77WfiJ>7^ sp. 
S A- 0 0 8 2 (FERM BP- 5 4 0 2) *^3-X0. 1 96. ^7° h > 

1 . 0%, H#x^x o.05 Altaic (2> + v >J y ? Y tf -SO 
PH7. 5^ftS»i6 0 0ml*120U 2 0»Rfiflfc«igii:i»l 

> 2 4 °ct 2 3 mmmmbxmmmmtbtzo mm® 4 - c 1 > ©Mmmb 

3 3 
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.01%, &vmmi (km 7 o> mmit&jjm) 0.01 %fr£t?XTM& 

(pH7. 5) frbt5;Z>%ifo2 0 »JV h>t/£3 0 'J » f»yt-7 7 -^ > 
^-fctvftl 2 0°CT2 O^TOSLfCo fc*Pfc. ±IB©a*8F*fc6 0 Om 1 £ 
glU 2 4°CT2 3 8#iS> 0 »J y MI/©@^,*fc«#l 2 5 ®fe©S^ 

1 2 0 0ml©0. iim.<t1'hVVI*&&ttl OmMOh 

y x - wtttttt c p h 8 . o ) u £&&m>&. trm^tt 
mfco nt>titz±mmmm& 9 0 %$mtti ^mzzmm b£ bfc» 

R*»&a#bTfc»fcp #£tlfctt£ l 5 0 m l cd 5 0 mMfiftf h U A 
«trl OmM h 'JX-Ii» (pH8. 0) tl*ff$it, RUtt«R-C?3te 
£3#rU S&fr#*bfc 0 #Sn/c±»^Hb«^T¥^bbfc5 0 OmL© 
DEAE-tr7 7 n-XFF (77i/tA7r^i/7tl) 

if bfcwrcasiMk 5 o mM^ e> 6 o o mM&fb-j- h »; * Aomm^m\z «t e> 

5ttfcfiHM£* 0 . I MBA;* h U ^ A£3tr l 0 mM h 'j 
(PH8. 0) T*»rU HbMfiTeTOfcbfcl 0 OmLODEAE 
-fe;Un7y^>A-8 o o (£Yfe^xgtt5R) 0*7Ai:frit, R&Mfire 
£fe#^s 0. lMfr&O. 4McD^b"fh»;^ACD^fg^@B(Cj:0^ffi^it> f£ 

M**na6feo # & n fciSttis^t:: 4 m t a % x v h y * A **jn ^ 

, 4 MOlftt h 'J l 0 mM® h 9 (p H 8 . 0) T? 

¥tffbb7 , i2 0mL(D7x^t;|/D7r^> OijyMZfr 

&<olz.l MOf&tti- h U *A£<ttr l 0 mMO h 'J (p H 8 
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fcM.<ti- h U ^A«fiuU SMOmiti- h U 1 0 mM© h U X-i£ 

SSffftt (pH8. 0) T^tHfcLfcl 0mL©7x^t^n 7 y-T> (Mb 

hy>A©«ffi4giatrj:t)*ffia. ££i::o. 5M©£ft^h U^A^tr 1 0 
mMOb'JX-IWI ( P H8. 0) r*dMWBS*^ flHSS&tUfcfc. 

(4) SOIM4- (2) E«OG-73-<^>i:±E©»fiG-73-f^^ 
jS?B*^MS*ffi^Hk«j*WSbfeo -ffcfcS. 1. 94g(Z)G-73^y 
v£0. 2M©£flrt*HJtfA£3tr2 5mMhUx-ffi»a«jK (pH8. 0 
) Cgfflk 1 8 6mU©G-73^^>4MBW«*iD^ 2 5°CT\ 6 BBS 
J&£-£fc 0 SJ£tt*x^jHl/-^-tcJ:t) 8 0ml OUSfU Md7 7 ^>G 
CL - 1 0 0 0 (£Yb^Xli*±iS[) £D*7A (4 x 9 0 cm) {CJc&^i-frHi 
*ffoVt 0 #^*1 5, 0 0 0«T©B#£gU&, 

(5) ±ieG-73J^^>^««^x/^l/-^--e5 0 OmlCiit 
mMO^y^-ihSiiil (pH8) -CTHftUfcl U*h*©DEAE 

-^D7T-f>A-8oo (fe^xmas) ©a^AKfrtt, n^»-e^ 

«t DWELfco 2 7 0 mMffiSOMt h U * AT*ffi3n*B&*<*«© t 4 
->^^LTV^©T, *n£H*2 7 OmMMfi^ (n) tU; a 

£fc_bia© 2 7 OmMiW (n) fcHLTWU 1 5 0mM©iIftt- b U 
A**trl OmMO^jy^-iliiil CpH8) tiUlim^i: 
dH**SSJBU *&3^ 15261 5 OmM©m^h'J^A^#tTl OmMO^f; 

(pH8) "T?¥ffiftbfc2 0 OmlODEAE— bAn? 
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t^>A- 8 0 0 &tt&xmtm (DXy&Kfrtf^ K«*jreife#fc, 1 5 
0mM^6 8 0 OmMOMt h fl ^AO^^V MlJ: *)j&ffi&-&fc 0 ^ffi 

B#is i 2 m l foMb> J £ti j en®W$A%y x y 

Ufco 1 6 0 mMfr S 1 8 0 mMfflOlftf h 'J ^ A^^ti-SB:^^ 
. * tf- K><* ? (-y-Ky I>/M yy&M ; SAVANT Instruments Inc. 

) V 2 m 1 *^bJ6l 0 %©x^ y tf; 2 0 0 m 1 0 

■teJluJrJ >GCL-2 5 (£ft^XM:i!D AiC^tf, l^j&TIgm 

Kc);*)$iMb/£o ltPh-?eiU^§IM^ (D) tbtc a 

±.mmfr (d) (covATm^«fgs^j:o«^ u wm&m 

(D) 

4 ,13 5 8 
1 H-NMR (D, 0) 

8 ; 5. 19 (1H, d, J = 4. 3 Hz, F 1 - 1 -H) , 4. 9 8 ( 1 H, 
d, J=3. 7Hz, F2-1-H), 4. 62 ( 1 H, HODfcfim, Gl- 
1-H), 4. 59 (1H, HODtm G2-1-H), 4. 54 ( 1 H, 
d-d, J=10. 6, 2. 7Hz, F1-3-H), 4. 4 6 ( 1 H, d, J 
= 7. 6Hz, G3-1-H), 4. 46 ( 1 H, m, F2-3-H), 4. 4 
1 (1H, br-s, G2-4-H), 4. 41 ( 1 H, d, 3=1 . 6Hz, 
G4-1-H) , 4. 3 7 (1H, q, J=6. 4 Hz, F2-5-H) , 4. 
27 (1H, m, G2-3-H), 4. 24 ( 1 H, br-s, G3-4-H) 
, 4. 2 1 (1H, m, G3-3-H) , 4. 1 9 (1H, m, G4-3-H) 
, 4. 15 (1H, br-s, G4-4-H), 4. 13 ( 1 H, q, J=6. 
7Hz, F1-5-H), 4. 09 ( 1 H, d, J=2. 7Hz, F1-4-H 

3 6 
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) , 


4. 


0 4 (1 H, d, 


J=2. 


8Hz, 


F 2 


- 4- 


H) , 3. 


9 8 ( 1 H 


m, 


G2 


- 6 -H) , 3. 


9 6 ( 1 H, d - 


d, 


J= 1 


0. 6, 4 


. 3Hz, 


1 - 


-2- 


H) , 3. 9 3 


(1H, 


m, G3 


- 6 


-H) 


,3.88 


(1 H, b 


- s 


, G1-4-H) , 3 


. 8 6 


(1H, 


m, 


G 2 - 


5-H) , 


3. 8 1 ( 


H, 


m, 


G2 - 6 -H) , 


3. 8 1 


(1H, 


m, 


F 2- 


2-H) , 


3. 8 0 ( 


H, 


m, 


G3-5-H) , 


3. 8 0 


(1H, 


m, 


G3- 


6-H) , 


3. 6 6 ( 


H, 


m, 


Gl -3-H) , 


3. 6 5 


(1H, 


m, 


G2- 


2 -H) , 


3. 6 4 ( 


H, 


m, 


G 1 - 6-H) , 


3. 6 4 


(1H, 


m, 


G4- 


6 -H) , 


3. 6 1 ( 


H, 


m, 


G4 - 5 -H) , 


3.5 8 


(1H, 


m, 


G 1 - 


2 -H) , 


3. 5 6 ( 


H, 


m, 


G1-6-H) , 


3. 5 6 


(1H, 


m, 


G4- 


6-H) , 


3. 5 5 C 


H, 


m, 


G4-2-H) , 


3. 5 4 


(1H, 


m, 


Gl- 


5-H) , 


3. 5 4 ( 


H, 


m, 


G3-2-H) , 


1.20 


(3H, 


d, 


J=6 


. 7, Fl 


-6-H) , 


1 . 


1 4 


(3H, d, J = 


6. 4, 


F2-6 


-H) 







III : D-tf5? h-X=2 : 4 (*Jl&) 



ft*>\ 1 H-NMR(rfe(t<5t 4 -^<DJiMcD#^(iTfS^ (V) ®m~Ztb% 

o &r> m<t<&®% 6 - 5 s f d - g tmr % 0 




F2 Fl Gl 0 3 
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st»j3- (2) -vmubtcmmmmi 2 0 g£2 omM©»;k>^A 

3 0 OmMOSfbt h U 1 0%©x3?;-;K £tK 1 0 U©i£ji$l 3 - 
( 1 ) TMUc >#$Pilft£lltr 8 U 9 h ;U© 2 0 mM^ ^ ^/ 

-imwm c p h 7 . 5 ) km u 2 5 °c-e 3 0 in** < ^ u 1 

SfiM4~ (2) C«OU-73^y>^iW»*jSiDbT 
, 2 5 TIT? 2 B Wfr < li/y U Sftfc^Ml 0^©*o7T-f^-*Sap$-&y!: 

teffitSU fc^UfeS 0 mM©&fbf- b U 7 A£#ir 5 mM©-* IW-fr- 
Illil (pH6. 5) T?mU8 >J * h;l/0DEAE— t?;i/D7T-f > 
A- 8 0 0 0*7Am, 6 'J y h^©KfflfjR"e«fe^a, 3 OmMfr£> 5 0 

-»&K:J:»5£L/c 0 2 3 2 nmi:*JWW^I(:lIW; 0 
1 3 OmMHl 7 0 mM©Mt h U $A^aj®##-o©£-?£^j&Lfc 
©•C, ::ft£©®#£iia6, IBH&8&:: J: 5. 8 5g© 

t'J*#fco -©3f-UaHliM^«f{ri:0> 1 2 8T-&0NMR 

^wtcfcOTEs: (vi) T^^n-sft^aTSbs^t^wBb^o bit* ^ 

2 SF d-Ut^-Tc 
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SSitM 6 

(1) D- (+) -7*)lu-x2 0 Omg (1. lmmo 1) 0 
m 1 CiiU ^ffifcTPyridine Sulfer Trioxide Complex (Pyr - S0 3 : 
JKStffcJfc) 1. 05g (6. 6mmo 1) £8sinbfc^, 6 0W1 

7-fMRA-120 (Na + ) OtJlUJ) ) Iwftbfco ftfc* 
7A*al?)S^*«fiEWifbl«ftD- ( + ) ^HJ«>-M&7 0 

(2) L-73-X5 0 0mg (3. 0 5mmol) ^h'>Ji?>l OmLCi 
»UiIi:tPyr-SOi 2. 3 3g(14. 6mmol) Wbfcf 
. Ifii^ 6 OXJlNFKfll^U BTJn WJ6- (1) iK*©H^*e % {IE 

3 9 
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mm i tjuWMmmmmmmm^uw btz c t l ommmmism 
mmm 1 - 1 

(1) PBMC©#H&J;»# 

HLA-A24 feb<(SA2.1&Wt M^AFY-i;f)MIMM, SUfcS£ 
PBS(-)-e2^^U Ficoll-paqueC 7 T ^i/7tS) -UcEI^500gx20# 

bfcPBMCte90<¥ FCS (JRH ^V^if^xy^XihS) /10H5>y 

mz\± Z. n £&#PBMC£37"C2k&# £T&J61»JB U 10/fg/ml DNaseCCalbioch 
emtfclD ^^irRPMI1640^(Bio WhittakerttS) -e»$U h'J^°>^^-^ 

(2) tfc>f >7;l^>if^>f;l/X^y-CTL©|§# 

St-r > 7 >if ^ >f y ^ U ~ C T L ©i|i§fi:Bednarek (Bednar 
ek M.A. et al. (1991) J. Immunology. 147 4047-4053 ) 

xmmhtco «t>l3, 5 %hhABM«. QAmW&WTim, ImMhVl/fc; 

h U ti A, 2mM L-^;l/^ $ >( £TBio Whittaker ftSD , lOmM HEPE 

I?) £l^tfRPMI1640^ife(Bio Whittaker&g) ( BIT5HRPMI irfltf") C4 xiO e c 
ells/ml £#3J;-5(;:fl«Jl - 1 - (1) "rWRbfcPBMC£SS!8U 24?C« 
^^U- KFalcon ftUD Klml/^x^-f 5 %C0 2 ffisS-f V**"* 

-^-fliCT, 37°C-ei. 5IIO^-FU ^7Xf? ^^ftcDm 
S££#$£b/£o ^©^. ^*ftO«^RPMI1640^%^M^TiSlKb, 

E«©5t^l/t^af-f>ft*HLA A2 4*frfrtt*WK (FluNPA24) RF 
Y I QMC TE L t < ttB?f3<D|!ft3-l§- : 2 (cfB^Ov h >j ^^nf-f 

4 0 
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>fi*HLA A2. 1 K (FluMPA2. 1 ) G I LGFVFTL) 

5 tig/ml&£&02 ^^n/DyiJX X?>;:/X*±ig) 1 /(g/ml^ 
#tr5HRPMI£0.5ml o*o»U 2 l*H£fi&:T>f Mfc. X fftj&tf(5 

500R) bT&IIBi^Mtb/Co x;^^:/^ F^«?I^*U 
^RPMI^Oit^M^T^ii^ *±&#bTfeWct/X*W-«£ 1 ~2 
x 10 e cells/mlt^:I.J:'55HRPMnc«U lml/^ x;l/^otn;M^tt±« 

mmzmmbKimmfebtzo mntbxit, mmmixmmbtcira^m^ 

&f^2 Bid. IL-2 (&i?g|SS«tlD60U/ml tl0^g/ml©«(C»bfc 
IWtPI U!#ft££'ir5HRPIlI 1ml (MMl*. IL-2 O^W) Z&O^MZffiM 
, £fc5 0l!:tt§t±i^|*fHf0i L-2feJ:^M^ : i'TO (tt 
mmi-2 (Dfr-Sm £lml -3o»b*: 0 7 0@(r_hEt«CbTfn:J!E^ 
HKlSWcfet, 1 Mig|ibfcUX*W-iffi£l~2 xlo e cel ls/ml 
btl& X -5 C5HRPMI(ira U ±fati^«(i bTW b/t5LH^«±{c:iinl/ 
t?x;^o»U S»b/co CCDirt, im£#mKlO,£/g/ml 
»bfc «Sn) o SI»2 0@tc. I L- 2 60U/ml&J;mo# 

g/ml©^^tr (ftiU^ IL-2 cD&UlT) 5HRPMIlml %&**.Mzmu, £ 

fc5 eg(;«f«±imnm ^urar^b^ow^imi ^o»b 

(3) CTL««#&ft©M£ 

m&m - 1 - (2) rmmbtcmmmmmuBMocTLommmmmm 

, Calcein-AM^m^^MSSM^MJ^CRudolf Lichtenfels et al. J. immu 
nological methods 172 (1994) 227-239) i;t||lfc 0 

*b/cHLA-A24 £fc(SA2.1&&EBV h5>X7*-AB « (TISI£fc(i221A2. 
4 l 
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1 ) £1 xio e cells/ml fctt5J:35 &FCSCJRH 'U**m.>i/Xftm) 

tsmiimmmizMmvt* mmmvaiLU tft-sj^KCaicein-AMC K-*>r h*t 

S) **JqU 37°C-ei i*ia**bfco BB*Calcein-All*«ft^fl«K:Tife 
#fc2 0£*©K562jBJBifi^U Calcein MIM&illHBfcbfco ft*, K562SH 

b» i/ y y-mM*izmAtzmmz&ziE®m®®wmmm-%tz 
mmmi - i - (2) Tw;Rbfc**u-cTL£x:7*?*HiiHBfcL-n 

xio 5 -9 Xl0 8 cells/ml fcft* J:^C5HRPMITa:l»*R«. 96^»^«7°l/ 

^b/cCalcein «HfcflEftihiB£lOO #1 x^-foj&bnbfco JJBffiBSffift 
OAo7t^L/- h£400gx lOT^fr^ 3 7*C0g5tCOi -TV+a^-*- 

(485nm /538nm ) (Cj:oT^*±»ff KttffiSnfccalcein «£M/£b*: 0 # 
llftllffB««iSH£M:£lT05EC 1 £ l^otlffi bfc 0 

can 

c / («*»ffi*-«^ifcffl*) ) x i o o 

±3tC*?V^T«^ttffi*ttill»ttB*J J: Cffi562«©«^«-r§ ^ x ;KDcalc 
ein 8cffl**CfctK fcttftlBfr&Ocalcein IMSli^to £fc> ft^itScffi 
(::#M^»J HJ h >X -100 (i-tf y J fx ?%M) 

t> 4Ni(idinBM£mttiHi$nTv>/£^ Bt**0tm^®*ftcj:*ftr 

BMPKOllttftE^o^. 

4 2 
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(4) cTLommmm 

mmmi-i - (2) xmmu mmmi-i - (3) -ext-h-r/^^K 
^mmmmmmm^mm l tc c t l £5hrpmi 3ou /mi 0 il - 2 z% 

tr5HRPMItf»-e$ 5,(11 0-1 4BM»«ftbfCo CTLfNPH:: 

tmzmm btmat c t immm t m mwmmm-cmmmM hxmm t 
mt, mmm 1 - 1 - (3) i:i^ao^fej:^cTL0#Ma««w»^ 

M^b/co M^m^nc^-To ^^Cfe^TE/Titli^MMi: (T 
) {^t-6x7x^^-»i5: (E) ©ifc£, ^^fFffllilWictt^ 
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mi 



CTL IL-2 ftfiH E/Ttt 
gNPHf 1 3 



FluMPA MM - N.T. N.T. 0 

2.1 + N.T. N.T. 0 



E/TJfc 
0.7 2.2 



tfn^TO + + 0 0 

&m + ■ + + 22.9 52.7 

FluNPA B/TJfc 
24 1 3 



MM - - 0 0 11.8 

+ 5.7 21 65.1 

•JfzftMfiS + + - 1.6 0 7.5 

+ + + 28.6 66.9 96.9 

(N.T.tefNBi bTV^^dfc*^-r 0 ) 

mmmtimmmmm^m b/:»® c t l ©«^*^«rt&-e& § c t ^hj 



mmm i - 2 

(1) ifc>f >7;l/x>if^^;ux y^U-CTL©!!^ 

4 4 
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mmmi-i - co tii®Mt\ ?m<Dfrn%m\ ^mbx^tc?B 
uc&m\ nmmi-i - (2) tmmoimv* $m>7a,3.>w>(a,x* 
^•j-cTLoii^/co umtbx, mmmixmmbtc^yi 

Mfi^a-f^X Mit^J2TMSb^ I I II^(F-73^f/y) fc I I 
®# (U-73^y» , fij6^3t?Wfibfc7- 1 2 SFd- F£<etl<en& 

c -5 utmm Ltiwmtm 1 4 0 i © c t l ommmm^mt, mmm 1 - 
i- (3) trnmo^m^xmrnbtco c©^m, sHranK*?^, mmmm 

(2) CTL©£g$^r« 

mmmi-2 - co t?ii^ i/fc c t l ^^ssm 1 - 1 - co tmmo^m 

X\ S6t=10-14HBI««tt»r»«tfeo -©It, KHibT, HMM 1 - 2 - 

co xcTLmmmzmisibtz&M&ztienmmmi o^g/mi ttz%& 
?mmizmbtz 0 *n % cThmmmmnmmbx^ti^nmit, §i# 
mmnmm^-riztmm-otco mmmrn®, mm® 1 - 1 - cs) tmm 

oumz J: 0 C T L oMttlHMHNSH£*M£ t fc. M£|ftft«S 2 caw. 
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CTL IL-2 tf&j E/Ttt 
BNM* 3 10 



FluMPA 










4. 6 


5. 0 


13. 1 


2.1 








+ 


11.0 


23.4 


47.9 






+ 


+ 




5.9 


4.9 


12.3 




ft* 


+ 


+ 


+ 


53.3 


86.0 


100.9 






















+ 


+ 




2.1 


2.4 


7.2 






+ 


+ 


+ 


41.1 


66.8 


82.8 






+ 


+ 




1.6 


4.1 


9.2 






+ 


+ 


+ 


46.3 


75.2 


92.3 




7- 1 2S 


+ 


+ 




0.3 


2.2 


11.7 




Fd-F 


+ 


+ 




12.0 


37.9 


60.7 



, ^©SNr^vrtK i o~i ABmommmm^ *®nm&ix<imL 
x^tco bfru -36rc, cTLnm&s&vmsmmoztbKbvm&m 

£tclt7- 1 2SFd- F£CTL&m&tmmnWK.tm-tZ£tZ.**) > 

fcttis-e ctl ©mft^^nrffi-e* s ^ t« ^ & 0 

^Jfifll 1 - 3 

(1) lft>f >7^x>1f>i?^;l^ **U-CTL©8NI 

UliM l - i - ( i ) KEtto^Sc-ea*, ft»br^v^PHB*Mv\ HiS 

Ml -I - (2) fii>f >7;Ux>if^^;l/X y^'J-CTL 
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©S!*£ffofco *©K> SWtfcl/t\ L. M. W. ^tfXffiffig Ardepa 
rin sodium ; CELSUS LABORATORIES INCtfcfi) . ^WSttT^Vft (M 

> *mtT^4*v«c »*«3!itfcfi) ^ SitM 6 - (i) x-mmbtz. 

- -5 UTISSbfcBi*IM&ft 1 4 0 i©CTL©Ml«W»tt. «#i 1 - 

l- (3) tmmoijmzTmMLtzo c©*^ iHMBftfcfcv^ mmmm 
(2) cTLomm^m 

mmmi-s- (i) TWfiLfcCTL££&»m - 1 - (4) t if $!©;£& 

T\ $&C10M4HBI««»twJjF*tfeo d©|R, HttflIl-8- (1) TCT 

mmmm&tmmzff'itz* mmmm^ mmm- 1 - cs) tra© 

I&tfeC J: & C T L ©#^^««#^'S^« Lfc. WEIUKM 3 
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am 




OIL 


n -9 

1L ^ 


i 


3 


10 








- 


17 A 


26. 5 


35. 2 




- 


- 


+ 


28.0 


43.8 


63.7 


L. M. W. y 


+ 




- 




11. 7 


14. 2 




+ 


+ 


+ 




49.0 


71.7 




+ 


+ 


- 


12.9 


24.8 


14.0 




+ 


+ 


+ 


28.1 


52.7 


77.1 




+ 


+ 




12.5 


26.5 


22.2 




+ 


+ 


+ 


39.8 


75.3 


86.9 




+ 


+ 




14.3 


27.8 


21.0 




+ 


+ 


+ 


34.0 


67.8 


92.1 




+ 


+ 








21.1 




+ 


+ 


+ 






75.5 



c ©HH, C T L IlltlllllOSffit £ ft <=> ®8*R£SSilII U^Pti 

lis *®m&%wt>frizmzikx^tz 0 
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mmm 1 - 4 

mmmi - 1 - en cuerno^s-e^ &#tT&^fcPBMC£Mv\ ust 

$11-1- (2) £|i»Z>#&T\ fni^y^^x^if^^^x ^^e'J-CTL 

ii$l6- (2) xmULtzffiWt4ky?-Zi-h>)VA^ 3>Kn>Tf->»KB 
* h U *A( iftfliti) t*ft*tUMKlO/cR/il fctt* K«toLfc 
o #«fcbTK»*WDtttV«*R36tfc 0 6L^^f-F{iliFluMPA2.1 £M 

C -5 UTW«tfcSI*MJ&lfel4H B©CTLOilffllS««F®tttt, «M 1 - 1 
- (3) tK«©^KTff«Lfco SNfit&fcfc^T, #Hl$i!ffi 

(2) CTL©«*** 

«mi-4- (i) nmmbizcTL&mmi - 1 - 

T\ $ b (110-14 0«^(I^bfc o - (1) T'CT 

LiHWR:ttLfetm&nbm««n«nt»uci o/tg/mit4«j:5 

^^WfCtl^^:, H»I1 - 1 - (3) t|i^§© 

^(i J: CTL 0#il®«l§«»£M£ t tz a 4 K^rTo 
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ma 




CTL 

mm® 


IL-2 


2.5 


E/Tit 
5 10 


Mm 


- 


- 


- 


0.5 


4. 0 N. T. 








+ 


10.9 


19.7 N.T. 




+ 


+ 




3.4 


5.5 N.T. 




+ 


+ 


+ 


32.0 


49. 4 N. T. 




+ 


+ 




0 


0 0.2 




+ 


+ 


+ 


17.6 


36. 6 55. 3 


uy VujrymkB 


+ 


+ 




0 


0 0.8 






+ 




28.1 


38. 1 60. 7 



c ©*siu ctl mmmmmmmwommmx cnt> ommmm btm\* 
cTLmmm&&mm®m^®t^^mmmmLtefr^m cum -e 

mmm i - 5 

(l) fojyyfr^y^jjix * »J - c T L ©|f# 
mmmi- i - en Kfafs©2f&-e#i$, &#lt&wcpbmc£mv\ « 
$li-i- (2) tnii©:£8re. Si:>r v^^xvif^^^x ^u-ctl 

^ofco tfLJI^yf-K(r(iFluMPA2.1 £ffiWc 0 
d -5 LTfiiSi bfc^OT&m 1 4 B g 0 C T L ©ifflM«Sft£, H«J 1 - 

5 0 
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1- (3) iHioJSCTWIlfc, 

(2) cTLommmm 

mmm i - 5 - co TMMb/cCTL^»ji-i- (4) tnao^ 

y) , I IK# (U-73^^» , L. M. W. MiJ>( ffif n « Ardepari 
n sodium ; CELSUS LABORATORIES INC. ifcfi) , >»( t*7^fX^ft 

) , «#J6- en x°mmLtzMm<t>?)i?-xi-hvyA^ w&mt- c 



5 1 
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H5 













CTL 


IL-2 


i 


3 


10 


MM 


- 


- 


- 


0 


1. 6 


4. 9 




- 


— 


+ 


5.6 


7.0 


13.7 




- 


+ 




0 


0 


3. 1 




- 


+ 


+ 


7.0 


11.0 


27.9 




- 


+ 


- 




0 


1.6 






+ 


+ 




7.4 


20.4 






+ 






0 


0 






+ 


+ 




7.6 


17.5 


L. M. W. ^<U> 




+ 








0 






+ 


+ 






18.3 






+ 








0 






+ 


+ 






16.5 
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^6 



WW 






mmm% 




CTL 


IL-2 


i 


E/TJfc 
3 10 


nm 






- 


o 


1 R 
1. 0 


4. 9 




- 


- 


+ 


5.6 


7.0 


13.7 








- 


3 9 


4.6 


6.1 




- 


+ 


+ 


9^5 


13.8 


24.9 






+ 


- 


3.3 


1.3 


8.8 






+ 


+ 


12.6 


18.7 


35.6 






+ 




2.2 


2.4 


7.5 






+ 


+ 


8.1 


17.8 


32.5 






+ 




0 


0.4 


3.3 






+ 


+ 


8.9 


12.6 


26.4 






+ 




N.T. 


N. T. 


4.6 






+ 


+ 


N.T. 


N. T. 


24.0 



wzmubtzmt, zomK&^T^ mmmmmz^ z®®mm<mnb 

. L. M. W. ^<J ^#5-<:rX?*f:l!D s *Mf*T^4* 

5 3 



WO 02/14481 



PCT/JP01/07032 



mmm 1 - 6 

(1) ffijy7Jiz.yw-()izt*t)-cTL®mm 

mmmi - 1 - (d izmmo^m^m, u&LT&^tz?Mc%m\ mm 
mi- 1 - (2) brnwonmT, mjy?)iz.y*fU)ix /^<;-ctl 

j?y, m&\2vmubtzi 1 i®# (F-7^-<y» „ 1 1®# (u-7 

UMPA2.1 £M^fc 0 

c -5 bxmm htzMmmtm i 4 a i © c t l ©§im«?£Ei*> nnwj i - 
l- (3) tmm®-%mzTmMLtc 0 c©^ wnmzn^x. mmmm 

(2) cTh®mmmm 

mmmi-Q- en -enMt^cTL^n»ji-i - (4) tra*©;^ 

T\ $ b{I10~14H W»(I^b/c 0 C©Bk 1 - 6 - (1) TCT 

-l - (3) tnm®-^mz^t)CTL®mmmmmBm^btzo um 



WO 02/14481 



PCT/JP01/07032 



mi 



mm 






mmmm^n. (%) 




TI -9 


2 


E/m 

10 30 


MM 


- 


- 




4.6 


D. u 


10. 1 








+ 


11. 0 


23.4 


47.9 


✓V — ^ JPO. 1 l-l |X| ^fv 








£ Q 


4.9 


12.3 




+ 


+ 




53.3 


86.0 


100.9 




+ 






0 


0 


4.5 




+ 




+ 


46.0 


78.5 


98.7 




+ 


+ 




2.1 


2.4 


7.2 




+ 


+ 


+ 


41.5 


66.8 


82.8 




+ 






0 


0 


3.2 




+ 




+ 


37.6 


63.5 


86.3 




+ 


+ 




1.6 


4.1 


9.2 




+ 


+ 


+ 


46.3 


75.2 


92.3 




+ 






0 


0 


4.5 




+ 




+ 


43.5 


71.9 


91.1 



< s mwMmmtmmmmmmm htzvmv c t l omsmtmnv^ 



WO 02/14481 



PCT/JP01/07032 



izUW C T L § C t ^ o fc e 

»M2- 1 

(1) Sfc-f V^^xyif^-T^X ^tf-CTL©!!* 

ftm i - 1 - ( i ) KWMoxmTfrm, &&btc?mc%m\ mm i- 
i- (2) fcPHfcoafSrc, JS;-f >7^x>if»>-f^x y*u-CTL©«t» 

d "5 bTtSig URIHKI 1 4 B g © C T L ®ttBMS&& H»J 1 - 
l- (3) fcR»©^r&CT»Nibfeo ::©*&*. INtitfttcfc^T, #Hi$ite 
BHMFJEH*tt»»*nTV^^ SIW©^»©Wfe(rj;|,«^#?Sft© 

(2) CTLOJtWMI 

**«2-l- (1) TMI«L/fcCTL*5HRPM[Tft#«s 5 xl0 4 cells/ml 
KHfibfco (1) tH»©^rffiKi:0»RbfcHLA- 

A24&££>'A2.1 2N£ffallogenic PBMC£X £fLW (3300R ) U 
5 xio e cells/ml lzmMLtc 0 cn&©CTL (2.5 xio 4 cells) ^allogenic 
PBMC (1.25xl0 7 cells) fcltalCBHRPMIKSiBU $ h KfcfcBKOng/ml ©fitCD 
3 ftf* (irv-fe>ttfttfc» £im;tTl2. 5cm 2 ©7^X3 (7 7 ^3>tl) d 

T^mo^g/ml©#3VM?&fi*7 3>fy>^iral-6^t»b^V^^ 

febtc 0 com*?* wz£zmm&£^tz<tfmi£-?, mmmm us mm 

E120U/ml ©IL--2**flU 3 6 K#£W*&lfe4 UM8mte2~ZRZkKi& 

5 6 



WO 02/14481 



PCT/JP01/07032 



m±M*¥frW^Wt, IL- 2 60U/«1 £Str5HRPllI 5ml £#7 5 X sir » 

btc 0 fc-xmmmm&, 1 4 Bu^mmm 1 - 1 - c 3 ) tmrno^m^xcr 



f- K 



CTL 

mmw 



ggg^g eg) 
E/m 

3 10 30 



FluMPA 


am 






X494 




2.5 


1.2 


2. 0 8. 4 


2.1 








X494 


+ 


5.2 


14.7 


38.8 70.3 




X** mm 


+ 


+ 


X513 




1.6 


3.2 


5. 4 7. 8 






+ 


+ 


X513 


+ 


22.2 


47.4 


87.0 108.3 






+ 




X694 




2.5 


3.2 


7.2 18.5 






+ 




X694 


+ 


21.0 


44.7 


84. 2 102. 8 








+ 


X488 




2.1 


2.2 


5. 8 7. 8 








+ 


X488 


+ 


10.5 


26.4 


62.3 83.8 


FluNPA 








X316 




13.0 


7.3 


N.T. 


24 








X316 


+ 


22.7 


50.8 


N.T. 






+ 


+ 


X360 




0 


0 


N.T. 






+ 


+ 


X360 


+ 


35.7 


76.7 


N.T. 






+ 




X338 




4.8 


9.4 


N.T. 






+ 




X338 


+ 


48.6 


85.1 


N. T. 








+ 


X448 




2.9 


0 


N.T. 








+ 


X448 


+ 


26.7 


76.2 


N.T. 



* ® $ ctl mmw% <* xmx&m* c if** m$&* ? =» 4 ? > mm 

* mfi&&7 3 >r y >«fti LKfr^ fcireii, w&frfcttTi/t 
5 7 



WO 02/14481 



PCT/JP01/07032 



k £&fckmmmz#x*mfi&&7 n?y %mm btm. * % x$k c t li§ 
mmz m&*7 >*tm u su**^** c nzmm uc*^ 

fcHf cfc l vt fc flKtS^iiifjSt^ftfflK KIM* t fcttUT c t l 
^»J2-2 

(1) gL^>7;i/x>if^>r^x y^'j-CTLoif 

n» 1 - 1 - ( 1 ) (riam©^-e^ fi^bfcPBiic*fflt\ mmm i - 
l- (2) tmmo^mx, yz> A,x.y*fm ;|/x^»j-ctl©S§#£ 

•fcm-cWRbfc'i i iw& (.F-yxjfy) „ i ib# (u-73^/v 
) *n^n»»Kio/tg/iit**j:dttjSjinb^i asc, ftW£JSinbtt 

- -5 utmis 1 4 h a © c t l ommmmmmt, mmm i - 

1- (3) tiiOMCTIFlbfco c©HSU mftC^ NAtttt 

(2) CTLOt^f 

*»J2~2- (1) lW»tfcCTL*«V\ nmW2-l- (2) tra 

©#&t\ cTLowt^ff^co cobs, mmm 2-2- c 1 ) t*© c t 
L»»©iic^t^iwfcpibiw**n*nii«e 1 0 # g/m 1 1** «t 

mzzMmttt^izifflsHk-r. mmmmi uummmumMi oil- 2 

5 8 



WO 02/14481 



PCT/JP01/07032 



I L - 2 60U/ml £ J; tftmo # g/ml£#tr5HRPMI 5ml ^#77X3 «J[|J b 

m±ff t>tzfr^tc 0 m±mmmi^ 1 4 b s^mmm 1 - 1 - ( 3 ) tmm® 
^(ct c t l mmmMmm'&zmfe l tz 0 mmmm 9 £** 8 



mm 




at* 






CTL 


mm® 


10 


Mm 






X332 




3.1 








X332 


+ 


59.7 




+ 


+ 


X388 




2.4 




+ 


+ 


X388 


+ 


85.2 




+ 


+ 


X340 




2.1 




+ 


+ 


X340 


+ 


77.7 




+ 


+ 


X290 




1.2 




+ 


+ 


X290 


+ 


81.6 



r(i, ctl (ii4B mofcjzmmmz&^T mmmm^mmwmnzuw 
^2i$i 2-3 

5 9 



WO 02/14481 



PCT/JPOl/07032 



(1) &,4->7A'X.>W'(frZ y*»/-CTL©BMI 

mmm 1 - 1 - < 1 ) Kma©;#&-e#$t, «#bfcpaic£jgv\ h»j 1 - 
l- (2) irii»D#&T\ a>r yztfrx-y^jfrx t*v-cTL®mm 
%ft-*tz 0 wfttLXs mmmzrmmbtc7-i 2SFd-F^ & 
mm i Ofig/mi tt£z*5(zmbtio ssc Kft*«toi/ttv*t>Kje 

£ -5 LTWR IsfcimMfttt 1 4 B S CD C T L OfflBftttStttt, gfflffl l - 

l- (3) tmwoiimzxmffibtco c©^m> nMttK**^ 

(2) CTLOt^t 

UIWJ2-3- (1) T?WSLfcCTL£ffiK HJS®I2-1- (2) tHH 
©#ire, CTL©lfcfc«*tfoyiio d©BR, §l»J2-3- (1) -e©CT 

ofc < ftJlHM\ #*Httl B ifC&mE120U/ml 0 I L - 2 
$ 6 (~^§fi^4 B 1 2 ~ 3 B r t ««±7f£¥»£^ I L - 2 
60U/ml 2SFd-F 10 jtz g/ml *^tf 5HRPMI 5ml ^#77Xn 

Wftoagftriiff^^^ofco Jft3#*nttft. 1 4 b itigitff i - 1 - (3 
) tmM®*mzxcTL®m®MM®wmmnmLtco wa&m*mi o 



WO 02/14481 



PCT/JP01/07032 



mi 0 



mm 


at* 




(%) 


CTL Wz 


3 10 


Mm 


X260 
X260 


+ 


2.5 5.0 
54.2 84.3 


7- 1 2S + + 
Fd-F + + 


X178 
X178 


+ 


2.8 0 
67. 0 93. 7 



*©igJk CTL S^B#fc J: «±ig^Bf {I 7 - 1 2SFd-F£»Lfcp 

fcfcwrti, ctl^i Aamom±mm^^xmmmv^wmmmm^ 
©id tz-Mfr^owmgmctf^tz < , f - 7 =i>r />o»&t^§ i - 1 

2 SFd-FO^-Jf'^M^/jNcF^MfbS-e^, CTLgfWfcifc*388tl$ 
^»J2-4 

(i) ft4>7*3.>-vv4A,xt*v-CTLoim 
mm® i - 1 - ( i ) immo^m-v^m, ##l*:pbmc£mi\ mmm i - 
i- (2) tmm®-%&x\ et-r >7;t/x>if^^;i/xy^»j-cTL©^#^ 

tT-pfco <e©H, ^cbbT, L. M. W. ^<V>(ffiF a % Ardeparin so 
dium ; CELSUS LABORATORIES INC.ftiD > ^f^BK f-X?#.W) 

wm\ 6 - ( 1 ) -eM©b/c»>fb^n-x^ h U t7 6 - ( 2 ) 

6 1 



WO 02/14481 



PCT/JPOl/07032 



z. o Lrmm bfciiM 1 4 b a © c t l ©««§#&&&, mmm i - 
i- (3) tmm^mizrwmbtzo zomms mmmmz^x, mm 

(2) cTLofcxmm 

mMM2-4- en rmmbtcCTL^m\ mmm2-i - (2) tmm 

itc < mmmmi b ummmmwmi oil- 2 
mm, £ Kigmmm® 4 b g « 2 ~ 3 b r t msi 

IL- 2 60U/ml ^^^K^lO^g/ml^trBHRPMI 5ml ^77X3i:ttl 
fc 0 fcfc'U ^^ftltT^^V^feV^TI^ M^g|©I^(Ci, ^©^ 
finiifft^fr-^Co ffc*#*|&|&au 1 4 Bg(C«Ml - 1 - (3) £rpl$l© 



WO 02/14481 



PCT/JP01/07032 



mi i 











f - K 
tftra 


IffilISS (90 


CTL 






E/TJt; 

3 


10 


mm 


- 


- 


X274 


- 


17 0 


32 2 








X274 


+ 


44*. 2 


66*. 0 


L. M. w. ^<y> 


+ 


+ 


X240 


- 


5 2 


19 6 




+ 


+ 


X240 


+ 


56! 4 


92! 9 




+ 


+ 


X160 


- 


11 6 


7 3 




+ 


+ 


X160 


+ 


47! 0 


69! 8 




+ 


+ 


X220 


- 


26 2 


26 8 




+ 


+ 


X220 


+ 


6S!5 


8L4 




+ 


+ 


X176 


- 


14 3 


21 3 




+ 


+ 


X176 


+ 


65! 0 


lOl! 6 




+ 


+ 


X220 


- 


10.3 


25.6 




+ 




x220 


+ 


62.3 


127.4 




+ 


+ 


X240 






23.3 




+ 


+ 


X240 


+ 




70.2 




+ 


+ 


X280 




0 


5.3 




+ 


+ 


X280 


+ 


56.7 


89.0 




+ 


+ 


X178 




1.0 


10.7 




+ 


+ 


X178 


+ 


57.8 


98.2 



c ©nm, c t Lmmm * tmxmmmz c n zotm&mi bfc»© c t 

(eft § c t ^ f>7&N(c/j; o fc 0 



WO 02/14481 



PCT/JPOl/07032 



(1) ffc-f >7*i^-f*X **>J-CTL©i$* 

i - i - ( i ) (iEmo^&-e^ ft#u^PBHC*ffiv\ gffi&i i - 

1- (2) tR»03STft-C, ^>"7^x>lft7^;i/X **y-CTL©R# 
BiJg^yf- Ktr{*FluMPA2. 1 £MWc 0 

c -5 bxmm vtmrnwrn® 1 4 b b © c t l ommmm^m^ mmm 1 - 

1- (3) tiWCtfflbfco 

(2) CTL©^±^* 

n»j2-5- en ~emmLtzCTL&m\ sat«2-i- (2) &m 
* o fc < tmitts mmmm 0 b k*»ki2ou/mi © 1 l - 2 ^sam, 

££«Si»gH BiJK»li2-8Hc:fciriSFSt±»*^ISfe*«> IL-2 
60U/ml *Jj:t>^10/zg/ml^tr5HRPMI 5ml ^7 7X3|;»bfc 0 tctc 

ftfrofco WftfcbTti, »ft«2-C««bfcIII H# (F-73^^» 

vn/co tt^tFiiitti 1 4 BUizmmmi - 1 - cs) twao^ascTCT 



WO 02/14481 



PCT/JPOl/07032 



mi 2 









f- K 


(%) 




ctl mi 
mm mmm 




1 3 10 30 


Mm 




X393 
X393 


+ 


1.5 1.0 3.1 5.9 
3.8 15.7 36.7 60.2 




+ 
+ 


X475 
X475 


+ 


0 1.7 
40.7 76.3 



izmmm^^x^mm-v^mmmmmuwbx^tz 0 ctlh 
muzmmbxib, mm^x^wmm^m^m^mmzuwbtcvtmxcTL 

(1) tfL-fyyjiJLyifyjjiz t^y-CTiomm 

mmm 1 - 1 - ( 1 ) imnonrnxfrm, u&btz.?mo%m\ mmm 1 - 
i- (2) tmmo^mx\ m-oy^yfu-oix /*v-cTL®mm 

^■fifo^o ZOM, Kfltt. &<ffitobtlfr^tz 0 iiLE^^K^[iFluMPA2.1 

l- (3) tmmo^mcxmmbtz 0 

(2) CTLOffc^H 

mmm2-Q~ co -ep@b/cCTL^Mi\ «M2-i- m tmm 

6 5 



WO 02/14481 



PCT/JP01/07032 



ZKwmmm u 2 ~ 3 b r t 1 l - 2 e 

OU/ml *>J;CFHftl0^g/ml*^tr5HRPMI 5ml £#75X3{r»Lfc 0 fctfb 

*CH«bfcIIW^ (U-7^>ry» . «#93-ePSt/c7- 1 2SFd-F 
, L. M. W. "^<tf >( Ifffig Ardeparin sodium ; CELSUS LABORATORIES 

MXttS) > iWttT^4*>»( , SfiflfB- (1) THRU*: 

IMMbr^a-xf-hy^A*, M»J6- (2) ^mULtzmmity^-xi- 

^viMBt h u sac ^miLwm) m^tzo v&mmtm. 1 4 h i 

fcc SHJSISI&££ 1 3 1 1 4 (c^iTo 



WO 02/14481 



PCT/JP01/07032 



mi 3 









f - F 

km 


m 


mmmn (%) 


CTL 


mm® 




i 


E/TJfc 
3 10 


30 


Mm 






X403 


- 


0.8 


1 Q 

1. y 


A K 
4. 0 


9. 9 




- 


- 


X403 


+ 


6.5 


16.0 


31.9 


53.2 








X425 


- 


0 


0 


3.9 






- 


+ 


X425 


+ 


13.1 


18.3 


40.3 


72 .4 






+ 


X358 


- 


0 


0 


2.9 


5.3 






+ 


X358 


+ 


13.2 


25.9 


45.6 


69.4 


7- 1 2S 




+ 


X310 




2.7 


0 


1.0 


3.5 


Fd-F 




+ 


X310 


+ 


14.1 


20.1 


41.7 


64.6 


L. M. W. 




+ 


X353 




1.4 


0 


0.6 


2.5 


s\s* U y 




+ 


X353 


+ 


11.8 


22.2 


43.9 


71.2 






+ 


X350 




2.3 


4.1 


8.2 


15.9 






+ 


X350 


+ 


18.2 


33.3 


64.2 


87.8 



6 7 



WO 02/14481 



PCT/JP01/07032 



mi > 



CTL Jfcfc ftflr E/Tifc 

ww i 3 io 



3fM 






X403 




0 8 


1 9 


4 5 


9 9 




- 


- 


X403 


+ 


£ 5 


16! 0 


3l! 9 


53! 2 






+ 


X335 




0 5 


5.2 


6 5 


14 4 




- 


+ 


X335 


+ 


13! 5 


24! 1 


50.'4 


76.' 0 


MB; 




+ 


X378 




0.1 


0 


2.1 


10.6 






+ 


X378 


+ 


15.4 


22.0 


47.8 


81.7 






+ 


X343 




2.8 


0 


0 


3.6 






+ 


X343 


+ 


11.0 


18.0 


39.5 


59.0 






+ 


X448 








0 


1.8 






+ 


X448 


+ 






32.5 


64.9 






+ 


X383 




6.3 


5.6 


7.5 


18.8 


MA 




+ 


X383 


+ 


8.0 


18.7 


36.6 


67.6 






+ 


X383 




3.9 


4.4 


8.3 


11.8 






+ 


X383 


+ 


15.2 


27.2 


48.1 


76.2 



mmmbrh, m^Tm^mmmm^mmzmhmm, ctl 

I»J2-7 

(1) fiU >7Ax^^f^ y^'J-CTL©^ 

9dtfli 1 - 1 - ( 1 ) ce«©^rjfe7?^ji, «#b^PBMc*ffiv\ mmm 1 - 

1- (2) tmm<D^mx\ VMyyfrx.yy*r>(A,x y*y-CTL©it* 

6 8 



WO 02/14481 



PCT/JPOl/07032 



7n>ry>, mmnvmuLtc 1 1 im& (F-y?j¥» , i ig^(u 

-73>r^» , MM 3 TPS tfc 7- 1 2SFd-F. L. M. W. -\/<>J 
y(® n n n£ Ardeparin sodium ; CELSUS LABORATORIES INC.ftlD 
o fiL^^f-F^^FluMPA2.1 ^fflV^c 0 

£ "5 Itllb/cifiH&i 1 4 BlOCTLOMili^tt, H»J 1 - 
1- (3) ^loMCtllbfco SPSlfi^r&^T, #Hl» 

(2) CTLCDJfctftSI 

^»j2-7- en -emmbtcCTL%m\ mmm2-i- (2) ti^ii 

(D^&r\ CTLOt^Mtfofco HISM2-7- (l)t©CT 

hmmomjz^mbtcuntm^mn^mntmtmmb^m, mm 

o it < ti«ir\ mWB&m 1 B I K»»Kl20U/nl OIL- 2 $ & 

mmmm u ssim* 2 ~ 3 b rt^«±^£¥#i&£^ il-2 6ou/mi 

*J«J:«^10^g/ml^tr5HRPMI 5ml ^7773(:iaibfc 0 f;f;U ftft 
o Ife^ftTO^L 1 lUBKmmmi-l - (3) t|igti©#&{CTCTLcD 



WO 02/14481 



PCT/JP01/07032 



mi 5 



ttft 






f- F 




CTL 




-Sfcfc 




R/TJfc 
3 10 


OA 
OU 


MM 






x393 




1.5 


1 n 


Q 1 
6. 1 


5.9 








X393 


+ 


9. R 
O. 0 


15.7 


36.7 


60. 2 


/v *J / XCt1\J 






X310 




2 5 




3. 8 


0 


9 ft 




+ 


+ 


x310 


-j- 


15! 1 


30. 9 


76. 7 


77.9 


+ 


- 


X166 




5.6 


2. 4 


5. 9 


12.2 








X166 


+ 


10. o 


30.2 


65.2 


88. 3 


F — !7 ^-f *fy 




T 


X278 




1. D 


1.2 


4. 4 


1. 3 




+ 


+ 


x310 




9.2 


21. 2 


41. 9 


65.4 




+ 




X175 




2.2 


0. 8 


1. 2 


2.4 








X175 


+ 


6. 7 


16.3 


47.3 


74. 4 


U — J 'z-J $fy 




+ 


X214 










o. 4 




+ 


+ 


X214 










66.7 




+ 




X173 




7.1 


8.9 


8.8 


11.5 




+ 




X173 


+ 


10.6 


23.2 


46.0 


77.0 


7- 1 2SFd 


+ 


+ 


X258 




0 


0 


0 


1.6 


-F 


+ 


+ 


X258 


+ 


9.4 


23.4 


44.2 


82.1 




+ 




X283 




6.7 


6.5 


9.3 


9.8 




+ 




X283 


+ 


14.0 


34.6 


50.4 


83.5 


L. M. W. 


+ 


+ 


X243 




5.6 


2.5 


1.1 


0.9 




+ 


+ 


X243 


+ 


16.3 


22.7 


43.9 


72.8 




+ 




X253 




5.2 


4.5 


6.6 


7.0 




+ 




X253 


+ 


12.5 


26.9 


57.8 


83.7 



WO 02/14481 



PCT/JP01/07032 



c t l om-xmm^m^ti % c t &m fx /c 0 
mmm 3 r ems toit^^R em& t ©«•#£># 

HJfiM 3 - 1 

(1) £t;-f >7;l/x>if^>r;i/X ;^U-CTL©M^ 

mmm i - i - ( i ) Kiamo^&re^it, &#b/cPBMC£MK mmm i - 
i- (2) fcH»©*ife-e, mjy7)iz.yw-Diz ^^>;-ctl©h# 

ZmmmiO ii g/ml ft S «k $ b/c 0 3 61^ IW**inl/fc^»t>tt5£b 
/co f»L^^f-F(C(iFluMPA2.1 £JfWc 0 
C -5 bTiSS?b/cMiTO^14B iOCTLOttiMHFiSttfck «M 1 - 1 

- (3) tMmo^mizrwmbtco 

(2) CTLCD^^« 

§llt$l3- 1 - (1) -el?$gUcCTL£5HRPMI 5 xio 4 celis/m 

1 (CM^L/Co MiMl - 1 - (1) fcffifcfcSMfcbfcHLA- A24&£ 
t>°A2.1 ^ftaliogenic PBMC£X (3300R ) b^mx^m xio e ceI 

ls/ml difSfb/co dftb©CTL (2.5 xio 4 cells) ^allogenic PBMC (1.25 
xi0 7 cells) £10ml©5HRPMI fcMMU $ 5> »^50ng/ml ©t£CD3 fnlft (ir 
>-ir>m»M) ^fiH^T12. 5cm 2 ©77X3 (7 7 ;^^) KAft, 3 7 

°c©s^co 2 <<y**.<-?-*vuum®mLtc 0 c©i^ M^tbTim 
mi o/fg/mi kt£Z£5iz%mmivmM:Ltztfzftm&*y?-(yy% 

m-r. mxmm b a ^»*Ki2ou/mi © i l - 2 $ b^smsfi 
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4 B%Kimt2~znztizmm±.m%¥frm : k&, il-2 6ou/mi %%t?m 
rpmi 5mi £#7 5X3«Mbfc 0 zom, mn^mmommKimmm i o 

ix g/m 1 ift3i:*5i;3*i£$J 1 Tmmbtctfzf* mi$i&%7 n^if >^» t 
/Co ffcfc#*HW&aL 1 4 B@(I, - 1 - (3) t^iOjfeCTCT 

REM3^^cJ:^m^:^raT©ci:d(i|IJfeb/-Co HL A- A24&<£tf 
A2.1 ^^^Pallogenic PBMC&X Mlt (3300R ) b^iregy§^5 xio 6 cells 
/ml (Cp^t/co £/c, Epstein-Barr Virus«h hB |ffl]» (BBV -B tt) 
£X mR|>r (8000R ) U #ttlTife#ffel X10 e cells/ml KWfibfco HSSM3 

- 1 - (1) tlSW;CTL (2.5 xio 4 cells) ^allogenic PBMC (1.25X10 
7 cells) s EBV -B MIS(2.5xio 8 cells) ^10ml©5HRPMICSMU S&Cifcft 
E50ng/ml ®mm fnlft (-f >-tr Vl&fBftS) £Jjn;iT12. 5cm 2 ©7 5Xr3 (7 
r^a^tfcfi) CAn> 37°C©S5£C0 2 ^y^i^-^-fr-eHHTOftbfc 
o ^irbTl^ftSl O^g/ml tfrS J: 5 KSSfll 1 "Cimbfctf 

yy*tmt&nbtmbK\ f m&mMi>tzo ebv -b mm 

IL- 2 60U/ml -^MRPMI 5ml ^#7 7Xnctt tfc 0 |$ 
»»©TO(C(i||liJ^ 1 O/tg/mlirttSi? CSiM 1 -cwRbfcff:* 

^**ft3iE73-f ^y*WBLfc. at^mttii. i 4Bgc, mmmi - 1 

- (3) tmmo^mzxcTLommmmmmmn^mbtzo ^oftm^ 
mi uzjfrt a 
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mi 6 



mm 




ifin 


EBV-B 


$ 


f - K 






CTL 


mm 


3 


B/m 

10 


30 


mm 








X494 
X494 
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1.2 
14.7 


2.0 
38.8 


8.4 
70.3 






+ 




X694 




2.2 


5.8 


7.8 






+ 




X694 


+ ■ 


26.4 


62.3 


83.8 




+ 






X488 




3.2 


7.2 


18.5 




+ 






X488 


+ 


44.7 


84.2 


102.6 




+ 


+ 




X513 




3.2 


5.4 


7.6 




+ 


+ 




X513 


+ 


47.4 


87.0 


108.3 



mi 7 



ttff 


KM 


m 


EBV-B 

• mm 


mm 

m 


<7 


M 




CTL 

it** 


mx 


3 


E/m 

10 30 










X494 




1.2 


2. 0 8. 4 










X494 


+ 


14.7 


38. 8 70. 3 


REM& 






+ 


X713 




0 


0 4.8 








+ 


X713 


+ 


27.5 


68. 4 94. 9 


REMtf 




+ 


+ 


X656 




0.8 


0.8 0 






+ 


+ 


X656 


+ 


35.2 


74.1 102.8 




+ 




+ 


X662 




1.1 


1.8 6.2 




+ 




+ 


X662 


+ 


72.7 


95. 3 92. 8 




+ 


+ 


+ 


X638 




0 


1.5 4.8 




+ 


+ 


+ 


X638 


+ 


65.0 


88. 5 98. 6 



\mmmmmtm b < <sr 
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\t izt> zfr—mzmm ut*? < tEBv -b mmzmu bts: < t feus mo±mm 
$>m^ib®x&~>tz 0 

3rSs.C*^Ttt, REM^T-M^-e^^EBV -B »«IHf, EBV -B 
MM%m^fefk&*mm%ZtftX>%%o REM&ckD^CTL 

%mmmT*%%o cn^ct^ ^mmcocTLmm®m±ijm^ re 
is v ^m^^sm b /c^^n^-e § s c t m % t ft o fc 0 

^JIM 3-2 

(i) >7;ux>if^>r^ y^u-CTL©^# 

§&lfJ 1 - 1 - ( 1 ) icEf^&^Ht, &#UcPBMC£MK HJ&M 1 - 

l- (2) tmmo^mx, m^yy^y^^^vx **v~cTL®mm 
zn-otzo ton, w$tbx\iThuymmmm$ii%/nibti%&5\mm 

c o bxmmbtzmmmmABuocThomMmmmmt, mmm 1 - 1 
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- (3) tmmo^m^xmmbtco mm*?? kk&fiump k2.i%m^tz 0 

(2) CTLOife^* 

mnms-2 - en -vm^btcCTL^mmms-i- (2) 
mm^zti-otzo com, ^mkLrmm&i o^g/mi t^^^dfrhT 

«F*5HJ&«4 B B&fct* 2-30 r fcK«±»*#£Hr*tk I L - 2 60U/m 
1 &H-&5HRPMI 5ml §#77X3|:jatf:o £©Bk ^»^0«^(i 
»»K1 Ojag/ml fcttSiSfctT^nvRfcmbfco Sfcfc#«IHtelfe, 
14 0IC, SSJfeffl 1 - 1 - (3) tHa©^{ITCTLCD#MKl»^W^ 



mi 8 





mm 


EBV-B 

-MB 


3£± 


f- K 
fain 




CTL 




E/Tifc 
10 




+ 
+ 


+ 
+ 




X392 
X392 
X335 
X335 


i + i + 


6.2 
10.6 

2.3 
60.0 


REM& 






+ 


X427 




11.5 








+ 


X427 


+ 


52.8 




+ 


+ 


+ 


X587 




8.1 




+ 


+ 


+ 


X587 


+ 


95.5 



hT^n^^m-ti-fCINIbjfeCTL (CTL^M^mii 
bihU EBV-B «^Mt^V^REM^■e^fe^»^^To7 ^ •c:^{r(i:««W 
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-B Ufc < T t, 14HHO*«iHHItC*Jtf 5 C T L»#«»^+ 

frM < »£-£T& < £ t&T*£tc 0 #3B"8fcJ:5i0^*fc©fltt4$ 
MWaiMSgft ti, R E Mi* i Jfc« bT Jftl> % ©Tk o fc„ 

*»W©*ft©CTLjgHtltJ^**l^^&fr«lo 1 o-c&S tr;Un 
EBV -B Il^lStfl EBV -B 

»9!©CTLHBB©tfcWErfttt. REMSi:f), ^tinfc«fe§o 

tT^a ym\±h c T Lftnlia©a:±**^r^©aiB:3&<nrffiTfe 
?K «* ft C TLK^tMC*ii™ $ n&ft#t)£M-f 4 ctdi 

RTIBfcft*,, 

hjsm 4 h r * n ymm ^tzmmmmm^m c t l ©a:±#« 

H1M4- 1 

(1) a-r>74/x>lf^-f;i/^ y^U-CTLOIMI 
ftttflll - 1 - (1) KEfcO^Tfl** «*UfcPBMC*JSV\ MM 
1-1- (2) ir^S©2fSre, ^^^x^iFS^X^iJ-CTL©^ 
i^ffofco t7;i,n>i (Calbioehem&lD £»*KlO#g/ml ift* 

J:-5(c»bfc 0 <*£{c, hr;l/o:/»£j^LftvmR3£Ufco tfcfWf- 
Klct*FluMPA2.1 *fflV^fc 0 
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z o LxmmbizmmtMk 1 4 h B©cTL©jm»«jStttt. hhm 1 - 
1- (3) tmmvzmzxmmLtco nwajcfc^T, 

(2) CTLOIfe*:** 

H»«4-l- (1) T»fibfcCTL£fflK W6«2-l- (2) 
©£&T\ CTLOMi^^/Co d©|§ N ||«4-1- (DtOCT 
L^#©I^(C» btc hnn >a*H«Kl'0xt g/mltft«5J:5 KSsfiHf § 

J;^MM^o/c<ftiii*f ! . tlHI&l B@(C^Jgl20U/ml 0IL-2** 
fin. $ 5 C:««B!*&% 4 B g TO* 2 ~ 3 B CT t fcmt»£¥#Bfcfcfc. I L 
- 2 60U/ml *JJ:C;hT;l/a>^iO//g/ml^#tf5HRPMI 5ml ^#77^3(;i 
fiat/c 0 fc#u tr;i/ny^MUTv^^:^p(c*jv^{^ «F*3afe©lS{:: 
*>, K»©j»BDH:flt)tt^ofco ffcfc**BW&ft. 1 4 BlKgtfefif 1 - 1 - ( 

3) tmmo^m^rcTLommmmmmmmm^btco mmmmi 

9 iZTfito 



mi 9 



Kff 


RttKftf 






(«) 


CTL Jtfc 
It** 


•** 


E/m 

1 3 10 30 






X547 
X547 


+ 


7.3 8.4 9.1 12.7 
8.1 11.2 21.5 45.9 




+ + 
+ + 


X493 
X493 


+ 


7.3 8.6 13.1 17.0 
31.1 49.8 90.8 105.6 
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Tti, c t l tii4 b m®tt±%mmz&^x ^mmxm^mmmmm^uw 



H»J4-2 

(1) Si>f >^;l/x>if^>f;l/X ^t'J-CTLOii 

gffitii i - 1 - ( i ) ft^ufcPBMc*Mv\ mmm i - 

i- (2) tmmoumx, VM>7Ar3.yW4A,z**v-cTLomm& 

d -5 UTMS bfcliVllteffc 1 4 B i © C T L OllifSttli, gffift 1 - 

l- (3) tm®(D*mzxw®Liz 0 zomm, mmumz^x, mmm 

(2) CTL©JfcWBF« 

§£»J4-2 - (1) *CW«bfcCTL#fflK 33t«2- 1 - (2) tH* 
©#£T\ CTLOMl^lfofco £©!£, «M4-2 - (1) X(DCT 

Lmmom^mu btztrjiu >mnt^tz < mm u#^ofc 0 ^©K^f - k 

(CJ:§TO$:t4£ ofc < fl«"f , ttSHttl HI«m«120U/ml © I L - 2 £ 
$&tw#«BSJ&«4HiK»l4 2~3BrtJC#SI±«f*4^»*tt^ I 
L - 2 60U/ml £^tr5HRPMI 5ml 7X3 |r» bfco ifc*#£i&*&ISU 
1 4 B I 1 - 1 - ( 3 ) tTOO^rftCT C T L ©#a«Mll#» 
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m2 o 



ttft 


p J \ / Fri 






f- F 






CTL 




■it* 
mmm 


i 


3 10 


30 


nm 






X480 
X480 


+ 


0 
4 


0 

11.2 


0.4 
29.3 


6.8 
59.7 




+ 
+ 
+ 
+ 


+ 
+ 


X423 
X423 
X393 
X393 


+ 
+ 


0 

7.2 
3.0 
9.9 


0 

23.3 
1.4 
22.1 


1.9 
59.6 

4.7 
47.7 


14.3 
85.1 
9.3 
78.0 



mmz trjia ymzntobti < x^ uBmom-xmmm^^xmmmxm 

^mmmm^m&mmmw itctmx, c t l cbm^mmmm^ zzt 

mmm 5 mmm^mmmmmmmimm^uwt z c t l ofcxmm 
mmm 5 - 1 

( i ) mmmmmmm cmagb3 ) #n® c t l ®mm 

mmm i - 1 - ( i ) izmmonrnxfrm, mbtz?mc%m\ mmmmm 

$m (MAGB3 ) ^KCTLOM^^ofCo SiffiSBIfgiifnIII (MAGE3 ) #H^J 
CTL©M#tePlebanski (Bur. J. Immunol. (1994)25 ; 1783-1787) £ 

-M^t/T^iLfco -fftfrl^ 5 %t hABMiftljf. O.lmM mMTUWt, 
1 mMfcVUf b tf ^7 A N 2mM L-?*;t^ $ >( £TBio Whittaker ftSD , 
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lOmM HEPESCM^-rX^ftSD . 1 %X hVf h v^f i/ >-K^y y >( 
^nBRL ftSD ^#trRPMI1640^%(Bio WhittakerttS) ( JKT5HRPMI bW&ir) 
iZ2 ~4 xl07cells/ml bft& &5K.mmm 1 - 1 - ( 1 ) *CWfibfcPBMC£!B 

HM^ttt bTffiK F t bT>t ? J -vSlJKMAGE 3 fi^x h° h - 

A 2. 1*S#^^K FLWGPRALV) 80/f g/m 1 *? AtfjS2 v^? 

(X^>;^X^)6/zg/m l^MRPMI^«»U 5 KC 
02 jS^-r>^oL^-^-W(rT % 3 7°C-C2 W>+a^-hbfc 0 ^©^ 
5HRPMI^ffl^T»b^c±##tTl^cl/X^>y-«a:^m> 2xl0e6cell 
s /nlfcWfibfco IL-7 fcJtfKLH **ft€ftKiK25ng/iiU 5 us/mlb 
nrS J:-5(C»U 24ftW£#7°l/- h (Falcon&lD ir2ml /wellTfoAft 
fco £©££, LILW^»J> (fefl^ISffiR) *fctltT^n>» (Calbio 

chem^hg) mmmiovfiMibftzjiimmLito ttzftmbbr^ mnm 

MLft^nb&MLiZo :/l/-h£5%C02 3 7°CT^»bfc 0 

^»|t^4 Bi(C^±^^^a. 60U/ml©IL-2 fclO#g/ml©L.M. 
W^>J>t>b<tthT^D>«*^tr5HBPIII 1ml (*fil^ IL-2 

7 Hifr-hlBt^lKrbTfJLli^MM^iBSbfcfetX Mlt (5500R) b 
. 4xlO e cells/ml C^Si^ClIlfco 1 BffttgUfc UX#yy-»£2 
xio e cells/ml fcttS £3 KSHRPHIKffft. NSLfc^Sl^lU:£eft&* 
U M/^x;l/^o24K*^^P-hC»U 3&K*^BP25ng/ml OIL 

KiojBg/Mittt*j:'5Jc»aibfe (Mi, «jn) o nmmm bsc il 

- 2 eOU/al & £ mo # g/ml ©L. M. W ij > £ t < « t T ;t/ a (tt 

ma, il-2 ©&imr) shrpmim *#^x^ic*», *fc8Bi£«:iarSkfc» 
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(2) CTLifflM«Sf£©M£ 

mmm 5 - 1 - ( 1 ) xmm t tzmmmmms b g © c t l ©&M#7gf£f2 
§&&s#ji-i- (3) tmmvumzxwMLtzo tcttu 

*L/cHLA-A2.1&MV h:7>X7*-ABM 221A2.1 ) ^ffl^/c 

(3) CTLOt^t 

«M5-i- en rmMLtcCTL%m\ n»j2-i- (2) tmm 

©#&T\ CTL©&*itSi££rofc 0 C©^ «#J5-1- (1) T©CT 
L^©H(c»tfcLM.W >&b< tehT;Un>^£io#g/m 1 2: ft 

^f- Kfc «k 3 Wftfct * o fc < fflff, igrStTOl 0 1 a^m20U/inl ©IL 
- 2£». ^^>««TO^4 Bi»«2~3 Brt(r^»Ji}t^^^ 
I L - 2 60U/ml & J: CM. M. W »J ^ & U < t T;t/n >|^10 # g/ml^ 
tr5HRPMI 5ml ^^7X3i:ttlfe 0 fc/;U ^^»b"C^^V^(l*J 

h a k^hm* 1 - 1 - ( 3 ) »©^sct c t l mmtommm&zm 
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m.2 1 



mm 


mmmw 


mmm 


f- F 




CTL 




2 


E/TJfc 

6 








X237 
X237 


+ 


0 

29.8 


0 

56 


E/TJfc 
3 9 


L. M. W. 

/\/\° y y 


+ 
+ 


+ 
+ 


X433 
X433 


+ 


2.6 
65.3 


3.7 
104.8 












2 


E/m 

6 


hTJluyWi 


+ 
+ 


+ 
+ 


X217 
X217 


+ 


3.6 
50.3 


0 

67.7 



ufcp^^^T^ ctl hub ®®m±mmmz%^T ^mmv 

m^MMm^^mbX^tCo CTLH^Bffei^^^BfcOci^ 

fc 0 fitiKiragLJI (MAGE3) CTL ©ffcU^BfK&lvt^ LM.W ^ 

> t> t < tttr;i/o >»£C TLH#«F*?J:«±^*H#(c»t-^ c: fcc 

«M5-2 

( i ) mmmmmmm cmarti ) #ni$ ctl omm 
mmm i - 1 - (i) Kmmo^mx^m, u&i>tc?mcz%\,\ mmm 5 - 
i - (i ) bmwomxmmmmmmm cmarti ) 4#HKJCTL©Bf**tT-o 
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©@s^#^ : 4 cism© y 7 y - ^tmmmi is*h la a 2 . 1 

f" K AAGIGILTV) *JB.^fc„ -©£§, WiW^n^y^l) 
b<(ihT;t/n>H (CalbiochemftlD *IMMElOtfg/«lttt* CMlt/fc 

£5 l/T«»UfelMfi«©CTL©ttBHMFSHfttt, ^JSflll - 1 - (3) 

iRW£"rc»*tfeHLA-A2.1fia*BBV h 7 >X7 *-AB fflfc («£ 221A2. 
1 ) „ Z4fel00 U/ml I FN -r^b-e^bfcHLA -A2.1ft#J^MSffc ( 
MS£ 624mel ; HLA-A2. l&jf MARTI 3§§Ltt) t> b < {3HLA-A2. 
J» (ftBlfeg 888mel ; HLA-A2. 1##&MART1 Ugltt) £«^fc 0 

d©^m> mmmmz&^x^ mmmMmmmmmztix^tz^ mm 

(2) CTL©Jfc*aWI 

£»095 - 2 - (1) T»»bfeCTL*fflV\ WSM2-1- (2) tmm 

(D%mx\ cTKDfcxmmzftitco com, - en t©ct 

LM#©I^(C» L ft ifzf y 7 3 ^ y > t < li fcT^n V»*10/i g 

/ml t^SJ:^C»^5^t||^^^^^<^Ui:V^^Uc 
o d©F^^7°f-K(rJ;5fiM{i:^ofc<ffai^f c , ttglltel BBfc*mKl20U 
/ml © I L - 2 3 £ (r^ftffi^ 4 0 @ OTii 2 ~ 3 0 r <b (r^#±M 

£¥#BfcfcSU IL-2 BOU/ml *?J:tf^^S^rS*73>ry>feb<HtT 
;l/n >miO#g/ml£^fr5HRPMI 5ml £#7 7X3(cMbfco f:/:U 

Sfc^Sr#IBJfi«s 1 4 BBfrHJSMl - 1- (3) £lffl©#&CTCTL©# 
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2 











^7° 


mm 

MM 


mmmm 


CM) 




CTL 




mmm 
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E/Tifc 
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20 
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X287 
X287 
X287 
X287 
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221A2. 1 
221A2. 1 
888mel 
624mel 


0 

8.1 
32.5 
27.4 


3.8 
27.5 
44.8 
55.8 


4.1 
43.5 
43.7 
81.6 














2 


E/Titi 
6 


17 


#y 


+ 
+ 
+ 
+ 


+ 
+ 
+ 
+ 


X240 
X240 
X240 
X240 
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221A2. 1 
221A2. 1 
888mel 
624mel 


0 

28.8 
8.2 
40.7 


0 

63.2 
22.4 
78.5 


0 

84.0 
19.2 
92.2 
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E/Tifc 
6 


17 


ym 


+ 
+ 
+ 
+ 


+ 
+ 
+ 
+ 


X217 
X217 
X217 
X217 


+ 


221A2. 1 
221A2. 1 
888mel 
624mel 


0 

9.1 
0 

29.6 


0 

52.8 
0 

73.8 


0 

74.4 
. 0 
90.6 



mmts i: tfm±mmmz # =f ^ mia&* ya^^y^mttr^u y m*mm 
btmK^x\^ ctl &14S momxmmmz&^T mmmxm^mmm 
mmuwbx^tco mmmmmmm cmarti ) ctl omxmmw^ 

itcmx\ ctl ®fc±%mft*imttz <s c wztz o tc 0 
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mmm 6 - 1 

mm® i - i - ( i ) izmmoxm-cfrm, mitz?mc^m\ mmm i - 
i- (2) tmm(D^mr\ $m y7frx.y*?u ^x^eu -cTLomm* 
n-otco earn, tf3*mtt&*73jy>mmmioug/mittz&£?tmm 

z -5 h xmm htcmmmtm 1 4 s g © c t l ©im^si*, mmm i - 
i- (3) hmm®ismzxmmLtz 0 c©^ mmnmz&^x^ mmmm 
mmmmmmm^nxwz^ mmwommmmmcx^mmmmmm 

(2) cThowiTxmm 

mmme-i- en •vmmhtcCTLzm\ mmms-i- (2) tmm 
mmxcTLofcTxmmm-otco mntLxmmmi o^g/mi 

/ml 0IL-2«SP, 3&£tt*MMfc4 0gJK^2-3Br<b{^*±?t 
IL- 2 60U/ml ^-tr5HRPMI5ml y^KWmhizo C© 

^^^v^jnt/co fe^M^ 1 4Bgt:, mmm\ - i - (3) tm 
moumzxc t l owmmmmmmmnm vtz 0 

( 3 ) ? tT-XiCj^jM&I^ 

H»J6 - 1 - (2) xmMLtc&±mm'&<DCTL%*.ftLtc2%¥B§ /PBS 
{CT»^ ^^y7T-(CTlxl0 7 cells/ffil{CM^b/c o dn£©MSM$i 
{r, £ ^ b &}fc?£ b fc2%FBS /PBS "C^fe^ b T & V ^ fcDynabeads M-450 CD 
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4 (6lGD4 mfcM&-?y*?v t t:-X. yji-Jlti-m £lxl0 7 cells©3fflll& 
K:#fcLfc2XFBS /PBS %m?L, Dynabeads MI£5# (^^ftH) %m^X 

tr-xfc j; t: - xm^mmm^ b*: 0 c © j; ? k hxn ztitzm c d a m& 

HHfJl-l- (3) tllil©^(CTCTL©#^K«««»^^L^ 



^2 3 





Kft 


Ml 


EBV-B 


cd8+ mm^m 


8 (90 




CTL 




mm 










18.1 


88.0 




+ 


+ 




32.5 


97.2 






+ 


+ 


55.8 


97.3 
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m2 4 



mm 


CTL 

mmm 




EBV-B 
MM 


KM 


UHlfeflHIiSft (96) 
(E/Tifc=30) 

mm mm 


nm 










10.4 9.4 










+ 


24.0 21.1 




+ 


+ 






7. 6 8. 4 




+ 


+ 




+ 


41.8 75.3 


REM&+ 


+ 
+ 


+ 
+ 


+ 
+ 


+ 


4. 2 6. 7 
87.8 88.2 



* ctl mmwb x ait**** c if** mm*? a -f * y mm 

mZt>lzm<-?&Z.bt)<X*%tz 0 £tz, REM£tZ«fcOCTL£ffc*;i&*U 

e m& t ft* * m&m 7 n a ? >mmMm?m*%nmzmm& tr - 

( 1 ) ttfE«N<Z>«ft • 

H*H£tt*o < WW* 1 TI 1 #* 1 6 (M#9805-8566) 
( i ) T;t/fn^t7 (Alteromonas) s p. SN-1009 

mwma : 1996^2^130 

BftttK^0*m*B : 1 9 9 6^1 1 J3 1 5 B 
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SIE#^: FERM BP-5747 
(ii) 77^^f'J (Flavobacterium) s p. SA-0082 
HWIEB : 1995^332 9 3 

HIMFl&^OOTWJfcB : 1 9 9 6^2£ 1 5 B 
^te#^-: FERM BP- 5 4 0 2 



if-f >LfcHL A A2 4^^^F-efe§ 0 

{CxifVvt/cHLA A 2. l^^^f-F-e^^o 

@B?lJ#^: 3(i, ^5y-vfiLmMAGE3fi*©HLA A2. 1 M&ft^ 

IEM##: 4fi, y^y-vtlLliMARTia^0HLA A2. 1 J§£-ft^ 
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2. <k&mii\ 73^^x ^y>, T)i>¥>M, nyFo^^yiiA, 
*> i moit^-vh zmxm i e«©m, 

4. v<Ta T^VBL a^Kn^^^BHftA, 
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6. irjiBxgfr^^T, ^^zmcDsvi^o^Timmmmmmm^ 

- h « »#:g 5 £ it It 6 BRO^Tfto 

9. ft£$J^ ^'JX T^^>»s 3>Fd^>I|A, 

i o . »^ i ~ 9 ^-r n^cBtto^rftir j; oti^nfcUiiitTtt 
i i . mm. i~io v^t e n^(^m©^^*-eii^$nf ; :fn;M^^^MM 

«gtt#rr § ttBM&TftfB. 

i 2 . **g i i izBmommmmTm^m^mt hx^-rz z t% 
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SEQUENCE LISTING 

<110> Takara Shuzo Co., Ltd. 

<120> Method for expansion of antigen specific cytotoxic 
T lymphocyte 

<130> 01-056-PCT 

<150> JP 2000-247072 
<151> 2000-08-16 

<160> 4 

<210> 1 
<211> 10 
<212> PRT 

<213> Artificial sequence 
<220> 

<223> Designed peptide based on nucleoprotein derived from influenza 
virus. 

<400> 1 

Arg Phe Tyr He Gin Met Cys Thr Glu Leu 
5 10 
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<210> 2 

<211> 9 
<212> PRT 

<213> Artificial sequence 
<220> 

<223> Designed peptide based on matrixprotein derived from influenza 
virus. 

<400> 2 

Gly He Leu Gly Phe Val Phe Thr Leu 
5 

<210> 3 
<211> 9 
<212> PRT 

<213> Artificial sequence 
<220> 

<223> Designed peptide based on HLA A2. 1 binding peptide derived from 
melanoma antigen MAGE3. 

<400> 3 

Phe Leu Trp Gly Pro Arg Ala Leu Val 
5 
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<210> 4 

<211> 9 
<212> PRT 

<213> Artificial sequence 
<220> 

<223> Designed peptide based on HLA A2. 1 binding peptide derived from 
melanoma antigen MARTI. 

<400> 4 

Ala Ala Gly He Gly lie Leu Thr Val 
5 
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